
g ^ m w n ft 

JAPAN PATENT OFFICE 



v * -5 * jg £ n - -e *> a w t & m w -r s » 

This is to certify that the annexed is a true copy of the following application as filed 
with this Office 

aj m *z a b 

Date of Application: 1 9 9 9^1 2^2 70 
ffl jgf ffi -j§- 

Application Number: W 1 1 ^#g£J§SK§ 3 7 0 0 3 5 -if 



AppUcanfs): A 



2001f 9 ^ 30 



* n ff ft n- //J ||| £)L 

Commissioner, J ™ I T^Wl^ 

Japan Patent Office I 1 I 




ttJSEW 2001-3081278 



#5p 11 — 370035 



mm*] • m&m 

[iStf] 169297 

CSffiB] ^11^12^27 0 

[HRgl#f^8i] C12N 15/10 . 

[ft*] «a 

[&ffiXlZmffi] ISI^i rf?S&BB 3 T B 4 S 1 # *iBil«c^^%fcft»* 

[ft*] «* t&A 



ffi|E# 2001-3081278 



i 1—370035 



[»M#-&] 591038141 

[f^IA] 

C«Sa##3 100062144 

[ft£Xli£#] *UU 

[^'J#-^] 100081422 
[ft£XfcM&IM 

013262 

[Ifttt&fflJ 21.000R 

[<fett£J EM# 1 

EI® 1 

1 

[&f£gM£#C#-5§-] 9716279. 



ffifl#2 001-3081278 



1 1—370035 



7-0)3' ^{CM2g$4xTVN^Xg ; 

(b) (a) X^T^^tlS^^^©^^>rv-#^<DU^^^ K 
-^3P& & x y K 5? * U 7 - i? tf»r "T Z> II ; £ J: t>* 

(c) (b) XlT'#^tL^^v>r^-#^^^»T$tlfe^^M^(Z)^^-r 

Clt*S2]. (b) Igi: (c) XS««3tiK»tCj5«S4iSfflf#3®iia* 

(a) »^^&&«K&K«gft©fiSBB^J^I8SWCfflfflfi5&^«5< HI 

7-03' ^aitCSBIKStlTV^XlI ; 

(b) (a) xs-e^e>tisn *««K©^ , 9>r^-#««[(Z)U5K3i^ K 

(c) (b) xs^&tis^^-f v-#««3&<«jwrsnfcz:*««gi©^9>f 
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V-8P#<Z>3' 5fc3gJ:y, fcS&fSffi&^-rS D N A # 'J * ^ -tflC J: o T»3! 

-#««*#trn##M£l&# (b) XglcaKfll/SSftSXg ; 

(d) (c) XgT?#e>*lS£«l/fc«&«£»S[fcL-T (a) X5fST*^M£*l 

•est (a) xs^«ffis*ifc^^>r*e-i:t±M&s^9>f^-ttfliiji«©JtsasBB 
m ; 

(e) (d) litf^tlS^iiiffl^^^T-fM© 1 ^?^ l/tf F 

(f) (e) Ilt#f>ft6, ^9>fV-#««*^WfS*lfcn 

^-#S«£^tf-;*:fc«Bfc# (e) X5gtC#S3pJfflatl«Xg ; 

[11^4 ] #X@#*SEffi"efT*>ftS 3 £ fciftBfcfc^-SSf 1 ~ 3 (Zm 

if I (E> # U' y ^7 E^t/t", ^^Tnif-^E^ ^fijfctf) 5' -»3* x3f 

y?^l/7-€^lBs tDNA^i^7-^ SJ:t>*A^;i/X A;i/Kftf 
^Xfi^©5' -*3' x^y?^L/7-if^SBcaDNA^'J^7-ifA^^ 
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1 ~ 6 ©^•fft** 1 ^sH^CD^^fH^J(Z)itim^r?*o 

[ff^8] X> KU a s e HT?&Sgf#^ 7S5« 

JKDU I/**- K Sr^-T 6 3fc&4#|*i:"^«gt#3Sl~ 80^1**1*^1^ 

KOofiOU >M-?iC^LTVNS^M^-5:^M^tC«^mx.fe (a - S) 

3 2001-3081278 



1 1 — 370035 

m&m 1 3 &m<D®mmfl<Dwmi5&. 

I cz># vj ^^t^St. ^f7nt-t7^ 5' ->3' x^fy 

l/T--e^J8B s t DNA!jf'J^7-1f v £J:t>V\*^-;i/* K-r-^y * 

*fS5fc(Z)5' -»3' X^y?^l/7-^lBcaDNA^'J^7-ifj!)^^^ 

[ft^l 8] x> KU jK** l^T-if^RN a s e HT'&Sff^l 7 

#5* * UtJ-^ K&^UTV*S£fc&*f«£'rs3iNfcBl 3-19 ©v^ftrt* 1 

dp^^^'J rf* * L/^-^ F^^^r V-*>\ 1)^51? l/*^ 
K©afi©U >M^fC^bT^^^M^S:^iS^tce^mx.fe (a - S) 

^ 1 ~ 2 2 CDV^tlfr 1 ^gH«g©^^S2^!JC0itipS^^ o 
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[Sf#^2 6] RNA&fStlfe^OTiaotcDNAMf 

o 

A^7>fV-tb<tt, #Jllft:7°^-f v-;frfb&£S¥J: »; SIRS tie ^>f V- 

>fv--efe-s»#^2 6 ^^i±2 7 mm<nmmm&}(Dmm*m 0 

-€Mt-5ri:$:Mi:t5iM2 6-2 8 ^iTtlfr 1 JglH«©»SH^J 

&#Uti:'rsSI*3®2 6-2 9©VNrti^i^ffi*©«SftBB^J©it«^. 

[»#S3 1] DNA^ll^7- if #\ ^fTnf-^?^^ 
*3J5fctf>5' -*3" X^PVJlf tDNAf'J^5-€, =fej L < 

t±, K+JbTs jtjJU Kft-y 5* - 3' 

3 2 ] m&m i~3i vA-rtiA^ 1 mmmnmwmyi&igmxmz 

Ki: U v*?- K£-^U SKU #3* l^tf^ Ktf^y^-f v-© 3 

' *sgtcsB«$tife#3ts:^'r«^^9^-u ^5i^ u*^ h*y^-rv- 0 
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CftMSn6«*ft?SttS:tt*DNA^'Jil5-f. 

[»#^3 8] m#mi~3, i <D\,^?*ifr lmm&mmmwcDmmijm 

[»#£3 9j ajf#^3 6gB«©£«&??H£&W^SDNAjK'J;*9--1* 
feJ:tF/*fcttfl#^3'7|a«©x.> K5l^ l/T-lffe-^tf, 1 ~ 3 1© 

VN-rti^l«fH«©^@2^J<Z)tiiJig^^{c^M$ti^^^ h„ 

(a) iIi^tt^fSDNA^'J^7-if ; 

(b) x> UT-i? ; 

( c ) &tt&£j$;3tiMlrtt[ 

if I <Z> * U 7 $f#, X^TU-V--^? ■< 5xm&<D5' -*3' a:* 

y * v ur-^SB s t dn a^u * £<fcov\*^;i/* A^Fft-y 

?*&5fc(Z)5' ->3' x^y^^ — c a D N A >tf U * ^ - iffr £ & 

S»*^e>Jl#?S*l*DN AjKU ^ ^-if&^-f S3f#J£3 9 *fc&4 Ofg^tf) 

[11*34 2] i>h*3J^U7-t'i:lTRNase H Sr^-TSSI*^ 
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3 9tfcii4 0mM<D* v N = 

(a) M^^l~3 lffi«©«KiB^J©«(g*i£tCj:*J«W«BfeS:««B'r«Xg 

(b) (a) XSlCj:y*e*iSnfc«»«KS:«lffl-r*XS; 

*e*^*l«S4xfcUsK5i^ U*^K (RNA) ^ n - :/lC J: o TJfUS 

[it#£4 5] »#^4 3 *fctt4 4aH«©«BftBB^J©«ffl*i5StcffiM3 
[»#3S4 6] 3f#^4 3 *fett4 4|B«©«|ftBB^J©«iai^StC«fflS 

cw*«4 7] ft#^4 3 ^feti4 4mM<Dmmmm<D%i&jjm\c.mm2 

fc«fctf/*&W:Sf#^4 6fH«^^> KS* U7--££"£tJ, »#3®4 3 

4 4|a«©SiftBB^J©ttffi^tcftMS*i-S^'y No 

(a) mn»m&*m?&DN atxv ; 

(b) x> Ks* UT-if ; M 

(c) iiiMJSMifl 

&£-£tfi 4 7|3«©*y ho 

(b) (a) XS-e*t*S3tlfe«»S:fi#±tCH^b'rsxg ; 
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2Sa«<0«l&B5£fb4&. 

(b) &&im&&fir$£5 2~5 4<ov^•r4^^l^ia«©siftH3£^b*^cg?M 

(c) wmmfeitm^owmh^j-fv ^^xi,r^mm^^(Dmmmm^m 

© y v >f V - D N A U * ^ - If fC J: U #tJl L/ TSt»S[tCfflffi ^ >f V - 

(b) (a) xS^»e>4xSz:*«Sift©^ , 9>rv-#«»©Ud?5i^ K 

(c) (b) j:mTmbn£7^j^-w&mtfwmznt=.^*mmm<D7 ; 7^ 
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1 1 — 3 70 035 



(a) mm£&&mmzmmm<Di&mmmzm9iw^mmw}te'j>te< hi 

K£<i:t>*U;K;3? Ffc-^^S* * ^tfU =f2? i/*-^ Ky^-fv-T'& 

oT> »'J * i/^-^ ni, x> k* # br-ific j:s-^^J®T©^*!)^cm^ , ^^ 
v-(Z)3' 5KSglCg!iB3ftT^<5Xg ; 

(b) (a) XST#e>*l-5n*««K<D^9>r T-ttS&© U #2 * Utf^ K 

(c) (b) XST».e>4x*^>fv-#S«^WrS*ife— *««tK©^5>f' 

-ft&mt:isti-*mmmifi (t>) xgKS£fUM<**i*xg;- 

(d) (c) Xg"r#e>*lS5e«tLfe«SI«S:»®i:-LT (a) XS7?«M34x 
U#L3SLT. *&»tCffi«ttfc:/^>fv-#:K£&^jSU II^I (a) X^ 

T'^m s ti -7^ >r v - i: 7^ >r v - \*m&im<Di&mmmizm9iiftiztt 

U if** l/**- K^7>fv-T'feot, S'J ^ * # l/;*-^ Rix> 1/7- 

(e) (d) xs-e^e>*iszi*^ift(Z)^ , 9>fv-#s«[<z)UjK5i * i/*-*- k 

(f ) (e) iM^m^M. 75 4v-to&m&wm2tifc~*m&m<D7? 
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[0 0 0 1 ] 
[0 0 0 2] 

- fx^f>- 'J7^i/a>^ (PCRS) -^tUMHf^Sg 

4, 6 8 3, 1 9 5^ 6 8 3, 2 0 2 # <fc t>*H 4 , 8 0 0, 1 5 9f 

J D i/- (Trends in Biotechnology) fl 0i, 146~152I (1992 

) \zmm<D^^mtm^mm^}Z^m^t)ii:t=.m^pcRm (rt-pc 
e» § » h i- & mm z m m-r & r n t>^m iz & 0 . 

[0 0 0 3] 



1 o 
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-07-->J>y, ^7>f7-*^©ffi«4R^ (#«) to Z -DO)*? vtfrio 
fcSjRjSKJ: fcLOi, " i/thJl/PCR" ( rpcRSSfff^j , rggj 
R &Bfe S^J JMfflK ^4 1t. f 5^ 4 2 51-4 2 81 (1996) ) 

[0 0 0 4] 

£<btcg!Ji££:LTtt, 1 9 8 9^6114 H tc^BBS tifcWc*H4f SfffiHfl 3 2 
0, 3 0 8#JCffia43ftT^*y • ^-x>f > • U 7 ^> 3 > (LCR) fsfe 

[0 0 0 5] 

Hot, ±8B©#&JCttjE^i&lK«BHT?, fro, jUse^SIKWSE&ja^WJcff 

, KiEiStt, 2S^~3ffl^©^ai^#T^f^e)fe^ig^MSic-refei?){cM-r 

[0 0 0 6] 

fit% ±ta raffle. & »«t -r ^ < js -c h^^tib & mm # ura $ *i 

#^¥7 - 1.1471 ( S D A ; strand 

displacement amplification) &\L$iWi (3 SR ; self-sustained sequen 
ce replication) 0*ffl#^Sff 2 6 5 0 1 5 9 ^(C3Stt0&gftge£l*&(@ 
(NASBA ; nucleic acid sequence based amplification) TMA (tra 
nscription-mediated amplification) jg, 0 ^HfffFH-^H 2 7 1 0 1 5 9f 
tCffi«©Q/<-5f l/^U*-1ffc $ e>&C#H#fF§#f?l5, 8 2 4, 5 1 7f 
, IMA , >7b^^9 9/0 9 2 1 1f, ®BR^Mf^>7l/y 5/ 
2 5 1 8 0#&5V*li, 111^^9 9/4 9 0 8 1 #^tCfB«©« <r tf>BfciJ; S 
DASstfSMf e>*l5. #BI#gf 5 , 9 1 6, 7 7 7 -^KHi^ffl^JBT?©* 
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[0 0 0 7] 

<fc<5, ^^©^W^SB^'J (;J3J:tf*©fflflM») ©Jt?*B8TTf&S#, R#Sj*7f 

Ji, DN A ©SIC £: IT, &m2tir=.7 : **l/VtfZ9 V*?- K3 U 
>Bk #Jx.tf afi©'J (S) (Cfi$t3;n£ (a-S 

tf*-h\ (a-S) ^dps/UsJ??^ F#^£;ft££#), #I/U£ 

, *t*Ilfe©DN AWrtf &f0Pg#3|t:R#^ (RFLP ; restriction enzyme fragm 
ent length polymorphism) j£#f {C« b J: O £ ~? 3 SWr^WJKSSSST? 

[0 0 0 8] 

JKS#af#^5, 8 2 4, 5 1 7#fB^CDafc&S D Aj£tt> RNAi 

®BR^Hf^>7l/^ h^9 9/0 9 2 1 

A'>7l/>y h^9 5/2 5 1 8 0#tC|B«©SSC&SDA&ti:, 4>&< tfe2fflO 
^7^V-^?:^tt5. Se>lC, S^W>7l/>yh^9 9/4 9 0 8 1 

, 9 1 6, 7 7 7-S§-}£, tfU if* V V*?- F£-a-j£-t3£#){C, 3' ^jgtCUsJ? 



mtiE#2 001-3081278 



i 1-370035 



W K^t5^7^Y-OTLTDNA^U jRj£»T«Kx> 

[0 0 0 9] 
[0 0 10] 

[0011] 

^r^^^-'J 3*5? ? K"^9>f V-&MV^SSfiftBB^J©ie<S (Isothermally c 

himeric primer used amplification of nucleic acid) % ££"??i£> 'J J£AT> I C 

[0 0 12] 
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(b) (a) xS"e#e>*i*n*«l«ift©^ , 9>f v-#M©'J^5!^ i/tf^ K 

(c) (b) xjg^e>ti*^9-f *7-#^^fljwisnfcn*«Rs»©^9>r 

ic *g*§ & & mmmn * l t msm & e> Jim ; 

* •* s r i: & # n 1 1 * mm mn v> m m is m m t & „ 

[0013] 

^v-tf>3' 5fcSglclBB3*i"0*SXjg ; 

(b) (a) XjgT?#e>tlSzi *^^©y^-Yv-#^©'J^5?^ K 

(c) (b) xST?f?e>tis^^>fv-#*«^«.wr3nfez: *»«iftoD^^>r 

v-«p#©3* *agJ:»J. ISiffitt^t5DNA!if'J^7-1f{:J:oTiS 
fc #J @t6ftee^[| £ L T iSi & fr ? lit? & o T , $ *l ^ =y <i v 

-#ju^^t?-#«t«i&# (b) jimzummmznzjim ■, 

(d) (c) XgT#e>;ftS3£«Ufc«8iaRS:ttS£L*C (a) IfeftMSn 

watt, asiifttcffiffl^j&^^-fT-^^&^-rsxsTfeoT, - ^ 



1 4 
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(e) (d) lSt#e)n5r:*itSfO^^-7-#«i0'J^5i^u^fF 
(f ) (e) X;gT?#&*i's, ^ , ^>r > 7-#««l.^WrSixfe— 

[0014] 

KBa^DNABB^rjTfeoT^^V^ £<blC, $& 1 £ J:t>*H 2 <D&m<D (a) X 
N A&Wja-rsXS.S:^*, c D N A i: J5: § t WJ i: f S ^ 

[0 0 15] 

-►3' x*y 3* UT--£fc4RB s t DNAsKU itf/Wi/*. # 

;b Krty ?Xffi5fc<7) 5' -»3' I^V5!?l/7-f^BcaDNA^y^7 

[0016] 
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(a) f^^i/'J^^^btf K3V>i, ^fi^'ffi^^i" 

yd*** U**^ KfcitfUtf?** K&^U U 

Is*?- K#x> K** l/7-i?C££TO<Z>£&{C:/^>fv-©3' 

AJC|EttStlfen*«DNA, ^ttRNA#e>&^£|fcJCJ:oT*Se>*lfcc 
'DN A Z.£.tfiVg&o £ _baBjRJ& 

[0 0 17] 

~»3©»wicffiMsn«6^>rv-tt, a-y =ry jKs^'u;*-^ 
<, v;*y if** v-t*&oT*>j:v^ $e>tc, 

tf, #3§W * 2/ y sJ?3C^ U** K©3' ;£MUC4>&< hfe # 
i b < ttll U 2 M«±© 'J ^ l/^-f Ftfffi£rLfcMm*m-t2>**^ 

a-y v-t? F:/^>r v-&Mv^r t.wv&&. iM±<Dmmv 

[0 0 18] 
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fcUjtfs* i/tf^K&^U ^-f^-cDS' 5fi*Sffillcystfs* K#BB 
tfiSftT^S ixfl ^«5<i;t)l»i, »H<lilib 

fc2£SJK±©y#S# Utf^Kfe-MU -€-©3' 5fcSgJ: y D N A 

liRN a s e HCDtfUBlCfc U±iEU l/^^ 3 ' ^SMtf^l^ft 

£<i:e>lS:ft£ft£3f* ^tfU b^-^ K^Wv-jVPtf^ftS. S e>lC 

1 M±(DmMVtfZ V Ffc^^-S^^U 3^ * i,*^ K^7>f7- 

(cff^mx.^ (a-s) ysKs* K&^-r s**9*-y =r** u**- f 
^-f.v-tfajitf&fts. 

[0 0 19] 

o 

[0 0 2 0] 

sE«iT?ie«3*ifc 2a^±©st«fe3inf«a3*ifeu xwu*?- f (rna 

[0 0 2 1] 

##§BJ!©fl 7 ©?§BJ!te. 6 ©»W<0*»«KO«m**SJCffiffl 3 ft 

[0 0 2 2] 

Hi~3©»Wo«iftBE^I©ieii6^tcj: *JJ|f<6$ftfe«ift*fift;±K:H^b'r 
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[0 0 2 3] 
[0 0 2 4] 
[0 0 2 5] 

g|<D >T V - £ D N A tK V * 9 - if iC J: U MM U T _LIE»^ &CfB*ilft& >f 

(b) (a) XST?»^*l«Zl*««fift<Z>y^>f "7-#S«l©y K 

(c) (b) j:mvmbft&75j^-i%&mtftym2ftt=.r.*mmM<D7?'( 

[0 0 2 6] 

(a) mm£&zmM*z(Dmm<DW L mmmzmMwizmmwft'pte< im 
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(b) (a) xs-e#e>ti-B— ^^©^"^^ 7-#M©y^^ i/*-^ k 

(c) (b) j:mT*mbft&7^J^-<*&mtfwmtzftt=.-*mmm<D-7^-( 

-#«»&^frzi#»:KBft# (b) XiCffUfiJfflSnsxS; 

(d) (c) XgT?#e>ftS£«Lfcttfft&&ttSi: LT (a) XigT'^fflStl 

^llt. «&£JCffi»ftfc:7^>fv-tt;B»«:-£j*U. lit (a) XigT* 

(e) (d) xgT?»e>*isn*««iftcp^ , 9>r , 7-#*«©u i/*-^ k 

(f) (e) xs-eweiti*, ^^>fv-#*«««wwTS4xfen*««ift<o^^ 

v-#;M^^tf— (e).X6JCSSffI/B3*i.SXtI ; 
[0 0 2 7] 



1 9 
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5? ^ K** L/y-if^cJ:£^©£$b^c>''^-rv-<Z>3 , 

[0 0 2 8] 

sir. *ma : kmMizm>m-tz>. 

( 1 ) + if** l/** 1 F^7-f7- 

[0029], 

-s) ujj*** (a-s) Ni:%fa«-r-5] -^^©faosg*^*-^ 

[0 0 3 0] 
[0 0 3 1 ] 
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DNA&<0#:B#TirffiT&»J. £*>fC, D N A^)K^cf»tCX > K 5? ^ V T - if 

D NAIC7- - U yirpSffitem.MmPl$:MVfc-t&o ZL(D£ o&^r* 5*V ^55 * 
l/**- K^-f v-&£ W2;*y il** I/**- K:79-f v-©&?H±i^#JC4* 
*0T*&U, 09*. tf, 7!K7-aTJI/PCR (^igii*±2gfi\ H13K~££16K 
, 1 9 9 6^) S:##tcS8fff-tSii:*<T?^S. rfcIKtf>-^-f ^-ISftV 

7 K 0»J*J£, O L I GO™ Primer Analysis softwar 

e (^mm±my Mtsi^^ts. 

[0 0 3 2] 

ifr^zmmm^tfmnm^izw.mznt- (a-s) u^^^u^^f^, u^- 

tt, *H^«FI5, 0 0 3, 0 9 7 ^JHIKfcffi'ffcjRjEf*^ (^UVUt 

-^SfcR) &JBlr>fc#8n?SMg0fc (a-S) UsK5l^l/^K3 U>K, &5 
Wi2 -OMe -RNA-CE *^^7^^KHI U> U "9— ^ttSS) 

[0 0 3 3] 

fc^^S^*^ 1 ; 52 ^ is** *t(6iKl£XSK:fc^s.x> 

[0 0 3 4] 
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5' - (dN) a -[(a-S)N] b -N c -3' 
(a: 1 l«±(7)m b: 0 £ fcfc* 1 J£*±a>«E», c : 0 £ tt 1 JSU:0»R, 
fe£U b = c = 0 tf)#-£$:|&<, dN : tt^S/VtfX* Is** F, ( a - S ) 
N : a U * W^-^ K, N : U l/*"*- K) 

7^V-, b = 2, c = 2<Z)3f*^7|-y d^^7 Utf^ K^-f b = 0, c 

= 1 <D**5*V 3**^ l/*^ F^^fV-, b = 0. c = 2 tf)3f * 9* U =f* 
* F^-f . $ b = 0, c = 3©3f*^*U=f:** utf^ 

[0 0 3 5] 

y K-r-f X^l/>f X* > K strand displacement) M£S#£B;i -5 J: "5 tC, 

5>f "7 - J: »J D N AsKU ^ 5 -gtMSn/c D N A« -f V-#;Rit) (f» 

F^^T-i'J DNA(Z)#S$:fioT^Lfe-*iDNA|CRN a s 

y^$tlfcDNAf0D^i:^^^®Aofe-*iDNAMi:S o RN a s e 
HliJilBU U** 1 F<£>3' KWtSrtA^, ^SEflJWrS/SJCj:oT 

[0 0 3 6] 



2 2 
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[0 0 3 7] 

2 5? * KA^&JKl 1 0 0 5* * K©S3©^* UV% 0 £ £{C$?£ U < 
li, *& 1 5 5? >7 l/** KA^iHj4 0 51 * l/jf^ K©fiS©^7^f7-T!**. -£ 

tC^"TaiBT?«MS*l*x> F5l^ UT-iflCj:U^ll5$tl-5@H^J$:3' 5fc$gtf 
[0 0 3 8] 

IC, ixifry?^ K • A>f ^S/^-r-AXit (AB I*±, Applied Biosystem In 
c.) ©DN Ai/>i2lJ">f if — 3 9 4§9£MvnT, ***7^ h&UCj: 

[0 0 3 9] 
(2) *#§^(C^M$tl-2>X> K3t* 

_hta (1) £338©**^*- U ^5^^ K^7-<v- J; U DNA©#«S:ff 

3' 5^5M$:^M^^C■iia®T-tS ; fe)^Z)T^tl^^J:V^ 0 SP*>, ±fB<7) -#gtD N A(£> 

3 =f5^^ l^^-^ K^>Tv-8|S#K:-y * ££f£-f SSPiHT'&S 

T'S, #ICDN AilRN A4:*xe>^S*lfeZl*««K©RNAaiJ^tCf^M-r« 
X.> KU UT-1?H (RN a s e H) A«»a»Cftffl"eS*. RU # 

«t»fflffiU aK3? ^ U7-t*, SJc^'iitt'J ifsJLV U7-if©^ 1**1 
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a (e. c o i i ) fijRco r n a s e h ^^mm^mizmm^ 3 Z. Z. #T*£> 

M'ffiU £ LTterfJf&tf>H y bridase™ Ther 

mostable RNaseH (x bf ir > * * y n S?-XtfciS) ^fe^fji 

4>&V\, #JlPj!iffl#{Cf2«£*lT^£RN a s e H©»3jMM£«:, H»J 

[0 0 4 0] 

, RN a s e HliDNAii'J * u^-^ KS^tfDNAkOA>f^'J y 
[0 0 4 1] 

*»W©^«StCftM-rsa:> F* ? l/7--£, MxJi, RNaseH© 

^®T^©^^i±fay^-rv-<z)3 , ^^©tssK^ic^sti, ^© 

[0 0 4 2] 

(3) ##§0£IC^JE£*i£DNAjKU *^-i£ 

*%WtCftMStl*DNAsKU^9--ett, DNACiti (strand displac 
ement) ISft$:ttS%©l:^tSIi:^T'tS. 3 ' 

(CPS^f vn*^, Mill Am«^Kft»^^ (Bacillus c 
aldotenax, ^T, B. cat^t) -£> X-rT O it- =E 7 (Bac 

illus stearothermophilus, J^TB. s t tWT) ^©^jlRffiA^^^JRIBBffi 
*DNA?J<y ^^-1?<0 5' -3' x*y 5? ? ur-^tSffiSr^OfeSE**"^ 
, ^li (^T, E. c o 1 i tffi-f) m&CDDN AtffU *^-1f I <Z)^-y 



2 4 
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[0 0 4 3] 

Be a DN AjKU DNAKc#DNA/K'J^7-tm RNAi 

, 3' -5* x*y l/r-^}Stt&#oi fc#*&&ftTVx.5 0 

[0 0 4 4] 

-f?Stt5:^S$ttB c a DN A/K'J ^7-€t*feSB c a B E ST DNA 
[0 0 4 5] 

:7 7-###IBlC#iaT?S>&„ »«flr^^©*j»»fttt 5 mM~ 1 OOmMOl 
ffl, L < 2 0 mM~ 5 0 mMfflffltfe U, £ £ p H 6 . 0 — 9. 5 

, WH<(ipH7. 0 — 9. 2 ©<8H© 3 ft*. 22 

mM~4 6 mM© h 'J.i/^S^tS p H 7. 5 — 9. 2^777-, 
li 2 5 mM~ 5 0 mM0 'J 'J ^ p H 7 , 0 — 8. 0<DAy7 
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~10mM«T'fe4„ DN Aft&&.J&<0&9t£.&& d NT P*g-£% ( 

d ATP, dCTP, dGTP, dTTP) Sif«ST*. -£*l^;ft0. 1 m 
M~3. 0 mM, #lC#fi; L< li 0 . 2 mM~ 1 . 2 mM<Z)fgfflT"&£ 0 ^Mt 
Zzf^J V-(£>iite, /5JS?S* 50/il^t'Jlpmol~1 0 0 0 pmolO 
<KHT?&»J, #lC10pmol-10 0pmolfflIWil^ 2 £ IC, ^ 

<5 WiSifcifi£4 mM^TO^b S/> 2 gtH&feSHW: 0 . 0 1 %JgilT0 7 r 

u¥\syi?T $. y$:W<MLT : &£\i\ r©ffi, nmp ( l -*^;i/2 if n n y ¥ 
jy) , y;-fen-;i/, jK.U dfi/>i"j3-fl/) , ^^^;i/x;i/7*^ri/ K 

[0 0 4 6] 

x> bT-ifli, *BgS*fiDRNaseH&?)tf, 

5 0/ilSfe'J3~2 0 0 UODflSHtf*?* L < , #fC 1 5 U~ 6 0 UCD^H^W 
jEi^&£„ DN AjKU ^ ^-if Ji. ix.ll BcaBEST DNA/K'J 

^^-if^ejli, iR/S?U[*5 0 /t 1 ^fe»J 0. 5 U~ 1 0 0 UODfgffl, #(C 1 U 

ftf £ <D it %f&<D Z. £ T*& Z> o 
[0 0 4 7] 

(5) *^w(D&nmmv>mmi3m 

<t*HMU £<Mc_hgE (2) \z^nt=.^y * ur-iffc £tf_h 
IB (3) (C^^tl^iDNA^'J ^ ^-if $rM#*5i±T^ife-r^3il^T^^o ^ 



2 6 
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t)tl5dNTP, f^fc^dATP, dCTP, dGTP, dTTP(Z)il^W 

&miz&mvi*&. ^^dNTPii. mmznzDN Ainu t^-wmntte 
sRgytc^v^Ttt, dNTP®rtny, 7 -mf- d gt p^&^ 

[0 0 4 8] 

*»re©*a5lCfeV\T»St**«», t^fc^DN A£fcttRN Alt. 

a & & ^ ji r n a^odssj^ bftmizmm t? s s ■ 

[0 0 4 9] 
[0 0 5 0] 

RN Afi3fc©BBjrj£^S«K&«ffi0fcv*»^lCH:, aiRNA&iSi: L 

nz75 4^-wtm^m&&<nT*&tii£ftizmmi*&<* s^wtf ®^rn a© 



2 7 
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ft&, m R N A, t RNA, rRNA^(DRNA^|f, & 6 WiffJttf) R N Aft 
[0 0 5 1 ] 

M©iSRN AlC;ffl*gi$&&S@a?'J£;f iTS:/^-^- (#M«f^v>f 
V-) GDfiS, TTUrfdT (r^df S/7^ >) V-^^ > ^A^SBJ'J^^-T 

L>< it 1 0 0 J. V l/** KgTtfe'J, JgiC^ii L< it3 0 * * 
[0 0 5 2] 

*^7l-D 3^ K>^-f v-$r^M-r<5^i:^-e^<5 0 I© «fc 5 &^-f 

Y-tt, _hiB (1) JCfBttStifcftK&^U. fro R N Art* £<Z>$£<Ei£iKj£lcft 

M r* ^ & & <d t? & n tc it & v * „ 

[0 0 5 3] 

±u<Dmm^fci&iz8>mzft2>Bm£. lt&, rnam^ ifecDNA^ 
jfctste & ^ * * © t* & ti tc psj£ & < , m z- it b u #ifi^3M ^ >r ;i/ * a 

(AMV RTaseK =EU--*X* &fim*4 ;i/*fi5fci£if£ 
^»3g (MM L V R T a s e ) , 9 tf* WSttf >f 2 3£*E^#38 (RAV- 
2 RTase) ©e»©&«¥Mi#^tf *>*i£. ii¥ 

Mmfc&VN AiiiV *=7-M (TthDNA!KU^7-if^) , ' «F«ittA^^^ 
SiIfl*DNA^'J^7-^$:fMt'tSo #JcRBj£«:fcv^ # 
Utt Af ;i/7sMHIl fi* D N A ^ 'J ^ 7 - if b < > B. s tS^DNA^ 
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'J^7-f (Bst DN AjtfU ^^-if) , $ <b&CB. c a E&3fcD N A U * 
9-1? (JKT, Be a DNA^U^^-ifilfa«-r-5) 0U;ttf, 
Be a DNA3K'J^7-t'it jffi*E¥/EJfttC^>;ff>>f tf^fe^Mfc-ttrl* , £ 
fe, M^ftTT^S R N A 0 - ^Sjgf ^ I cDNA^n 

[0 0 5 4] 

±tttmz <fc U J£B bfe^;^DNA^PCR77^>h©J:^ &^#i|D 
N A, SJctf^RN A3gU< limRN Afrb&lfc^fcl&X*mWl2tl& c DNA® 
J: c> & - * ft D N A <Z> V > f tl * # # 58 BJ! tC £ V * T ft §3 D N A L T ft it J C 1? 

§^SJS(CJ:ot^bfc c DN A&#MlCLfcDN AJtffijKffifcS: lglOD 
N A y * 9 - if Xft & e> r i: £ § „ 
[0 0 5 5] 

#J©+#&«|S##^fc< fcfcWUt S3. i:tc«fc U, 79-f v-U#I<Z)-f- 

# £ Mfc "T & i: r> & % © # «fc v > „ 
[0 0 5 6] 

(c-r& - mz£ y»s!DNA«R'\©y^>r -*id 
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i$:-*iDNA^tttl,li, fcL<li, afStfRNACi^, mm^BLfc 
iCiUcDNA (-*iDNA) &gS$8-r*XS©|fe, ^©^#TtCfe^T, T 

[0 0 5 7] 

[i] #S£&sDNA<fe*i>Jtfc< nct'j if** u^r-p K^^-rv-iir 

[3] ^^^v-©3' *agi:, [2]-e#*stfeDNA»©ig&«»rt6Xi 
[4] [3] x-wmzn feSP(£© 3* *ag^e>DNA#^ J R/ss:^f'&^i:ra^ftc 

, [2]Tf#fiStfeDN A|aS:^«?-rSii:3&<»MDN A^P)»$tSXi 
[5] [4] ©XtlT?#e>ft£:n#&3tfy F^rMVNT [3] ~ [4] 

[0 0 5 8] 

-if, DNA/KU OTbTM> M^.«5 0'CJ^_hT^Jgt--5 3i: 

m & mm l x n & o mm % «r ib x$> y , ±s b&/& tc a»«¥#3js & as t , 

feSVN(iI^'ff^ttSDNA^'J^7-1f$:tffibt, RN Afi#©gB#l 
[0 0 5 9] 

[0 0 6 0] 



3 0 
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[0 0 6 1 ] 

f&fc>*>, SEKBB^JS:ii(6 , rsfc«><Z)^«g"e*oT, 

(b) (a) xe-e»e>tisz:*«isift©^ , 9>rv-#««©ujjf5i^ i/^-^-K 

(c) (b) xST*»^4xS^>fv--#S«l^WfS*ifcri*«l«kK©^^>r 
[0 0 6 2] 

(a) »Mt*SSIft&»«ift<OftSBE^J©-»lC^S»^«»W^«:< fcfe 
lii©y7-fV-fcDNA^'J^7-fiCj: »;«&3LT±gB»SlC*B»ftfc:7 

l/^-^ KJ3 -fctjey sK3i ^ l/*-^ KSr^-rs^r^^^-U if** l/**- 

y^>rv-©3' 5fi38JCHIttS*lT^SXg ; 
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(c) (b) xg"e»e>*is^^>fT-#siftA«flJWrs*ife— *«i«ift©^^>r 
-w^m^tm^mmm^ (t>) xgtcss^jfflstisxs; 

(d) (c) X«T»&jft£$£«0fcSifc«fc#3!£: LT (a) X^T'^M^tl 
tc^^A -?-£teMteZ>'Pte< t% ll©^7>(7-fcDN A/K'J ;* v-iflCJ: 
'J^ILt, «t!l«tcffiffifl93&^>f*T-#SIRS:^'tSXg"e«)oT, ^3 
T? (a) XS"e^MStifc^>rv-^tt||3Q;S^9>rv-tt«t!l«©^BB^I 

> F* # UT-if IC J:«3J«rfc«>lCgt:7^>f T-<D 3 ' ;£$!§{ClBS£*lT^£X 

S ; 

■(e) (d) xg-e^e>n*zi*m«Bft<z)^>rv-#s«©usj?3?f i/*^K 

^iSffi £ x > F 51 V U T - M TfflJWrf * X^ ; J3 J: 

(f ) (e) xjg"e#e>ti*, ^>fT-#s«^WTatifcn*««K©^9 

V-#«iftS:^tfn*««Bft*< (e) XglC#ffi3pJfflSin*xe ; 
[0 0 6 3] 

[0 0 6 4] 

3&tC, *m%(D%Z5. m 6 Officii, RNAMi:Lfc^i?^i:J:»J 
-#fc©c DNA£SJI5SiLfe#L SStcDNAS«fSi:LTfn^»l, =b L 
< li£ 2 <Z> J3B&cz>$E&IB?'J(Z>*8(6 & fr e> #&T- & S . 
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[0 0 6 5] 

»;<©«3JC?&-3T»SDNAJCffiffie93SiDNA (:75>f feffiSt 

n*«[DNAJC-y^«:A^lS-y^>^BP3!li:LTf^ffl^*. 3&lc, ttff& 
^tt&^tSDNAiJfU ^7-i?^-7^©Aofc-*iDNACD->y^(Z)3' 
{R!l^P> DNA^$:S#^UT|ff^^^ , ^-rv-#^$:^^b, Rl^tC-y ^CD 
5' 5f5SSf^e,TSB(Z)DNAS:3eU|3-tt* 0 Z.5 LXftK&J&Ztlfc-J? JV-ft 

[0 0 6 6] 

»&ff^l», dn a Jiff u Mi:r--'J yy-LT^s 

mMmZmMZ$1*:Z>. W*>mWm (strand displacement) 
[0 0 6 7] 

mm is d n Am© r h e> . 

[0 0 6 8] 
[0 0 6 9] 

7>f7-fIIt'«^$^t-*iDNA&SSIii©IgtMtSri:5: 
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[0 0 7 0] 

-<Z>2«tf)^^v-£^MLTI^t-3 3 
[0 0 7 1] 

^©f^^rS/Drf?** p ^ K3 (dNTP) „ DN AsKU ^ 

[0 0 7 2] 

±ib (2) iztmzftt~£?iz, zommzjs^xmmznz^y * ur 

jtfU *^--£l±, ^AofeDN A&&^3ttfc£|£T?fl¥«3-tir5 J: ? 
[0 0 7 3] 

s«;zitttasi«s:^»"r*BriBffi©s>s 5* -»3' x^y 5? ? ur-if?stt & 

A/KU ;* ^-i? I ODx^py * * lsT-HXm.^m{fcV&2>>7 Is J tfWrtf, B s t 
DN AjKU *9-iffi3fe<J!>HPBI<0»T/t (/Wtf^y KttSS) * B. cafi3fc(DB 



3 4 
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c a BE ST DNA/Ky*7-if (£iB3t*t!3) ^ffi-??*6. 

^1. 0 ?:n*-x 2. 0 (^H>'Ut'!r$^;i/tt) , T5DNA;K 

[0 0 7 4] 
[0 0 7 5] 

y, 3*>JC#*0<ti, *&3 5°Cjfr»b,ftj6 5°CtC^3(D#J:V^ 
[0 0 7 6] 

X.}£, BcaBEST D N A/K y * ^--tf&ftfl! Ofc*^ RNA^&cDN 

*6"*S RNA^^cDNA?:»SIg5:ifi$tTlT 
V\ f©4fJtft (cDNA) ^^^©MC^SDNAhlT^ffitSiilt) 

[0 0 7 7] 
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- o v a ^ < $ *i -5 ^ <D ^ -f ti ^ £ -e » *J & 2 *i S o 
[0 0 7 8] 

IU1 -*|DN A££IMlCU 2l©^7-f7- £^Mlj-£*§-i=r U 
( 1 ) »Ii:iS!5-*«DNAi:#^5t"J =T5l * K^7^V-$:7-- 
(2) ^7>fV-03' 5R3g^e>DNA#« J R|SSff'a:V^ :7^>fV 

(4) (3) ©■WWTL/fc»ttJ:yDNAjKU^9-^lCJ:»J«iSS|-r*X3g' 

(5) (4) <DX^T'^^tl^^M^3J:^lf^$tlfcy^^ , T-#^^^^S 
±*«DNAA< (.3) ©X5glC|5£ff|«3*U *fcSe»ILfciK&£# (6) ©X 
jgJK»©SJCSJC5pJMS*lSX3g. 

(6) (5) (DumoymmLt^mmm^mmtLx en ^stu^^^i/ 

(7) y^-rv-©3' ^^DNAfa^/S^T&VV 
T*#«g>X@ 0 

(8) ■/^-r^-<Z)3' t^M^U^:** KS:^W ; rsaPffiS:X> 
1/ 7 - if £ M V * T-Wm-T -5 X^„ 

(9) (8) ©MbfcffiitJ DNAjKU ^9--^JCJ:y«a#l"r*X® 

(10) (9) ©XST?»e>tlfcfi9Sf^3J:^^Stlfcy9>f , 7-#««l*< (8 
) ©XgfCHSfJMStiSXSo 

[0 0 7 9] 

NA«3^±iax® (i) <Dmmz.t£& 0 tot, #e>tis^(BM^©*tt, -# 

«©DNAS:«MtC-rs»^J:»J%#<, * tcm^Mm^^Z^X^ 
iDN A &»S»C J: U %*gH£iaT-fT & ? ^ £ #T* £ Z> . 
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[0 0 8 0] 
[0 0 8 1 ] 

©DNASiajSJ-rs^il^T?^,. Mill DNA^y ^©J:e>&1M@*£fl;^C 
ISt5fe«)©-*lDNA, fRfi9«KtftttJ©feA<Z)-*«DNA^ , n-'/, * 
& l*£fll P C R &(Z> £ & * # :/ ^ >f v - £ ^ L fe^lS tcf^ggf * £ 

[0 0 8 2] 
[0 0 8 3] 
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N AsKU *^--t?;J3J:tf/£fcfcJ:x:/ Ks* U7-f £*i^«{Ct£o T»1R U 
^/SUTfcJ:^. £P,fc, RN A £^Mh^£®^©^l£^jK/SM1^l§&'irAy''?? 
&J:V> 0 DN AsKU _tfE (3) WLM,&>&$&tfU^®.ffi ^IxSDNA/K 

JBtt«rett, _tga (4) fa«©>K^A^7T-iifi^§:W-r-g> : fo<z)*Wji{C'gs-e 

[0 0 8 4] 
[0 0 8 5] 

(7) *&m<D&wtmfi}<D&mi3&& h 

(b) ±IBXgK:«fcyit#§$*lfe«»«fiftS:«ffi-rsxg; 
[0 0 8 6] 

& s tt^ft &c a ^ -r £ © ^ & tc j: o r ^ m -r * mm k * m ■? z z. 

[0 0 8 7] 
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±33 (b) X.mz\Z4kto<D®mikmi3&* 
OJ;e)^^Sclt'ffi©^i^ : &5feLfet;©^MT'^^ 0 ' ±IH (a) X5gfC 

[0 0 8 8] 

Utf* 1 K ( R N A ) ^n-^S:*f§^<D^ffi^^{C^Mt- 61 ttftgS 

BDNA»cr--U RNaseHttK^n-^S^»t«. 

^D- :7±©m3fc*»«ia(DSEJlt#iff :* L T SbfetfSHi: *>ft&J:3tCfcy, 

RN a s e H LT##l8©«!ftHi#[ 

Tli, 6 — F AM (6-carboxyf luorescein) £ T AM R A (N,N,N',N'- 

tetramethyl-6-carboxyrhodamine) £ <DtiR.&&t>l£ifif&&KLtitMV % £ . 
[0 0 8 9] 

•tiriT, S« t S ^7^f 7 - ^ 1 lit) l< ii 2liiiM J: ( J < 1 5 ' 

t^TtS. dNTPCJ:^ tej^Hlfe PCR^tM^ =fc>CD Sct^^T* S £. 



3 9 
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[0 0 9 0] 
[0 0 9 1] 

(8) *»W©«iftHSffci»i:-€-©SS3S^as 

U-T (DNA7l/^f) ilfcPftfiftS. DNAf-ym 8*»«fc U SHIS Ufe^iftS* 

ifctcfcy, #8*3**** &c#£-r<g>, DNA^y:7±jcH5£fl;S*ifcDNAi:ffl 

««sft*^HS-ffcsn& d NAf-y ^ai«^^Mi©tic/N>f #*-f if - 
a yjimiz&m sns*«, u «t e> £^**i»«i&fcffi»wfc-2MBD n a# 

[0 0 9 2] 

f l*^-*«ODNAtt, DN A^y ^KHiTt&DN Atftf£ LTflFiStC 

ASrwss-rs^iSi: LTtfsatcteM-e^s. lUtf&ftfeDNA&igts 

ia©DNAti-€-©**ffl#tc:@^bS:ff-5fi6, U - IT, 
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WBLttto DNA^7^^-i/ 3 >$tfe O 7LX* mfeit L T «fc V%. 
[0 0 9 3] 

[0 0 9 4] 
(9) *»W©«Sft©^:*Sa5i^f*6 

iSJ5Sffl^©«JIS:J|?itIS^S £. £ ic «fc U d i: ^"BTtgTfe 

[0 0 9 5] 



4 1 
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[0 0 9 6] 

s$:-r^3iife^®^<T^,. it^^©^^ (c £ ^ t & j£ < mm 7? £ -5 o * 

[0 0 9 7] 
[0 0 9 8] 

3. its, ^*SHiStti*fcti2ffi©^^^^-u=r5i^u*^K^'9-f , 7-i: 

4. l^f®y7>f7-J:»J#»0DNAjR^lSSft*fci&, ^7>fV~i 
46j£%ft & flfflRB"*- 5 3 £ # & v \, 

5. -#«u r.*m<DDNAzmviwizmm-?z>z.£tfvg2>o 
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5. WffiRj&lZ (a-S) dNTP(DJ:e)^dNTP7tn^§:^lli:b^^ 
<B«g& « £ £ # "TlgX* & -5 . 

So 

[0 0 9 9] 
[0 10 0] 

*»WO*S5JC«M3*lSRN a s e H0i-y hRtt, J^T<E>#i£T*M5t L 
(1) «Mt5^«©I|! 

^ffiM^ffliKiS* : «»»S^*l-?tl4 0mM'KU^-Jfi» (pH7. 7. 
3 7°C) , 4mMfift7^^"^A, ImM DTT, 0. 0 0 3%BSA, 4 

%yjtn-^ 2 4/*Mdfu (dT) fc&£<fce>^S2k-ei»Lfe„ 

jtf'J [8- 3 H] 7f-«i: 3 7 0 kBqO/K'J [8— 3 H] 7f-^K 
M5:2 0 0 /ilfflil*[:MLt„ 

iifJKt : S^iS^f tlftl 2 5 mM h 'J ^ - M ( p H 7 . 5, 3 7 °C 
) , 5mM 2 hl^f y 0. 5mM EDTA (pH7. 5, 

3 7°C) , 3 0mMMth'J^A, 5 0 % U -fe n -;HC & 6 <fc ? {C^MtKT* 

SftSCtt^^WIBDNA^IiaS : -?-^flMDNA2 0 0mgSTE/^77-l 
OOmliCHt, lMUV2 6 0 nm«S^ISl, 1 
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[0101] 

(2) m&w&xm 

-LIE (1) tiilfeA«fflM9 8 5 n 1»CjKU C8- 3 H] T^- 
;Hft»*7/t 1 &i[J;t3 7°CT'l 0#|g|fi&#Lfc. T^-^K&SJKFiR 
Biff* 4 aMIC^^IC 8 /t 1 flD*, £ £ IC 3 7 °C T? 5 L £o £©J: 

^tCLTsKU [8 - 3 H] r A-stfU d T£/£?£l 0 0 0 // 1 ZMWlLfr,, #ctC 
, mM/S?S2 0 0 /tl £#IfcU 3 OTCTf 5^ra#i#bfelfe, ftStf)#IR^!lT* 
#&3RLfc*3R?fcl n 1 £fte><Z>jRj£?R£igHSWC5 0 fi lfot>^U 

>^lt, ffe©il!JJ£tcJ8^fc. ©JR^JDA^^^^U >^*7?©|!3©B3fW& Y# 
ilL^o £C 0 ^ 1 ^<fct>*^^>^M/K/S^5 0 n 1 tt. 

0 0 mMtTn U >8H* h'J^AlOO/tl, f«'[£^M*DN AM5 O/tl 

fej;t>*i 0% h v ^uumms o o 1 c^c PMm^m^it. s»3oo 

ju. 1) fcflU*., 01Ce5#ISI«#ffc, lOOOOrpmtl 0#iai8'&Lfc. 5S 
*§£>*l£_t.?f 2 5 0 fi 1 &/WT;WCA*W 7*7vOl/-2 10mU 
jfiD a., 1/- 2/ a >#^>#-T*C PM£$l5eL£ 0 

[0102] 

&mm<D3.-v h (unit) mts ^ronm^ntaLt^o 

Unit/ ml = { (mfeLfrC PM-^7>^C PM) XI. 2*X 2 0 X 1 0 0 0 X 
ifcffim) X 2 0 0 (/tl) / (£C PMXY^X 5 0 (/t* 1 ) X 9 **) 

1. 2* : £C PMcffiC^*tl<SsKU [8- 3 H] r A - lii U d T (D 5 0 ^ 1 ^ 

9 ** : «IE«8t 
[0103] 

(1) HSDNAil^7>f7-0^ 

DNA^i (7:79 >f K • A-f ^S/^-r-^ttSi) &JB^T^j£Lfc. s^o 



4 4 



ffifl#2 001-3081278 



1 1 — 370035 



o 

[0104] 



Or* K© 5' >»*g-£tf#:**D*-;*-x- h^-a-lcgm^tife^-fT-tf) 



m<Dr**isVtfZ? U^-^ K#y jKs* KtcBtftStife^^^v-Oiia 
Sgj6*£4M«>y l/*^ F© 5' ffiJU >|ft*g^A^^*D^*x- hjg^tc 

a si $ n tc ? a v - © m & & t> -& . 

[0 1 0 5 ] 
(2) fffg£j£ 

fl*©DNA^«J^7-t*t'fe5 BcaBEST DNA/K'J^v-if (^fgifi 
tfcSI) *ii»RN.a s e HT'&£ c 1 o n e d yd?** UT-ifH ( 
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[0 10 6] 

3 5 mM h U 77- (pH7. 5), 0. 1 mg/m 1 B S A ( 

^MT^y^^) , 2. 7%yiJtn-M 5%s;^^;i/^;i/^-^ri/ K , # 
1. 4 mM dNTP^i, 1 0mMgft7^i/'?A > -etlftl2 0pmo 
1© (1) (Z)y^'YT-*ft;L<ii j e<Z)— #<Z>^-f &£t>*tC0. 6ng 

0^-*iHiDNA, 5U©BcaBEST DNA/tfU*9-1?, 60U 
©cloned'J/Kjl^ UT-ifH. KJfc8U&*l£3M; 5 0 1 „ ±m&foW.*: 
i^tCM^U 5 5°C, 6 0^Mim 9 0°C, 2#HJnSabTSiK&$c 

#M®8/il?:3%5!i/-^3 : 17^n-^ (SJBit 

^"f □ 

[0 10 7] 

^f^ 1 ~ 5 : ^n^n-f^^C^-M 1 ~^>fT-2t 5 fc^ffi 

^1/7:^7^7-^4^11, RNaseH^illUj;^ 
[0 10 8] 

^2~5®S{S$S:ffiMbfe»^' 7 4b (base) (D^^^ D N 

F &&&&& K. T fitgg 3 Jft, 3 *i <DRJ&3MZ D N A *g tf $ *l -5 ^ £ # B£ & 

*15 7 4 b<Z)if$im^ (-*«DNAi^) A<ffllS8"7fgfc. ^Ef^fl/lfcJ: 
t>* 7 <DfiLlfc"e It D N A CDif fltt * o < IB#> £ tlfc ^ o fc. 
[0109] 
(3) igtt§jg^©ffitfS 

±12(2) CD, =Ef^4 <Z>jKj£(CJ:oT?#£*l£M£S;?&3:7-f ? n =i > - 1 0 
*g^> ±8a©fi[iSJC «fc oTff ipg£ ftfcWrtf #»MD N A £ m Dl&»H#J£f#^ D 



4 6 
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[0 110] 

(4) &.j&mm<Dik3t 

igmmysAamtzm^tc.o ^wnzfom*. o. is, 30, so, 90, 12 

o#h, -eai^tis 5rt'Mifet, 9 ox:. 2^ia<z>«£ajcj: usmfc^vS 
^JSM8/ii§3% 55^-^3 : ir^n-^y;i/Mim 
Sci&tCTjKtfr L£ 0 «^CScifr©Jie*S:a2 JC^-t. 0^1 — 6 1*^*1^*10, 1 
5, 3 0. 6 0, 9 0. 1 2 O^WL^»i$nfel/->$:, $.f=. 
. M IZft^rik V — # — ilLT. lOObp DNA ladder marker 

[0 111] 

sjsoti5^, 3o^\ 6 o^t^< ?&«(ct£v^, mmmmmtfm*LT^ 

SItMttfc. 6 0#^_t «fcoT SIS 3 

[0 112] 

nasffii 2 

( 1 ) RNA<Dmm 

xmrnmizmmt iTftitsRNAtt, n F§njgHT2 9 catcc 

HTB-3 8) (*H#S(3£*tS8l) h^-f (9>f 7-T-y**£SD 

£fl^T99SHOfc B #<b*l£ h-#;bRN Ate, £ 1 # g / n 1 £3193 

bfco ifcRN A<Z>«U£&#3fcX^WKW^fe£;i5, OD 2 6 0/OD280 
= 1. 8T*&o£ 0 
[0 113] 

(2) ifiPI£j£ 

3fite^?Sttfe«fc^DN AjKU BcaBEST DNAtff 

U^^-ifilRNa s eHx>K*^U7--fc?$:fflVNT, RNAid^CcDNA 



4 7 
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[0114] 
[0 115] 

_tSH©iKJS?RS:5 6 0MiSLfcf, 9 0°C, 2^WILT||^ 

»CT«£C*ttUfci:i3, 5 6 b p©#i|6»T#jWaS8T'#fc. 2 & iC 

[0 116] 
HJ6« 3 

(i) ^^4^~<D^m 

DNA^i (7^^'-/Ht^fAliS) &JSV*T-£ 

*fA~F£-?«, pUC19DNA^iitlfc a ^ >f G H 
f&ffil 2 7»» e> ftfc h £ R N A «fc »J BB#IS©BB#!*-£ 1 4 J: t>* 1 5 IB«tf> ^ v 
-{V-feitfTaKa Ra RNA PCR Kit ( AM V) Ver. 2. 1 ( 

[0 117] 

:/^-f T-#f A (je*|Wf^r«»&4 5 0 b p) : IE^m©MH^J##5 J3<kr>*6(c 



4 8 



2001-3081278 



#5p 1 1 — 370035 



-J 4 V - <Dm&&£> i±o 

^-Y 7-MB (*ti|igm>t^2 5 0 b p) : IB?fJ^<Z)@B3«# 5 J: 7 

^^^T-^fC (ifiPi^^T^ 5 2 0 b p ) : 12^©1BJ(IS#5 fcj:t>*8 

(it*S»T>T-^ 8 9 0 b p ) : Ig?rj^<Z)ie?rj## 5 «£ 9 tC 

t=. >r ^ - ©is^-a-fc-fro 

y^-f V-^fE (iftl^^ 1 3 0 b p ) : SB^J3SOS^J## 1 .0fc«fctf6 

^7^7-#f (.j»<6Wr^r««i 2 2 o b P ) : mzm&mpm^ 1 1 & 6 

ic^SnsMffi^J&tb, ^©3' 5fcjB3aus#yjtf5t* i,*^ Kic«£&;fo 

^7-f7-^G (ffi^l?j3 2 0 bp) : BB^II*©BB?>J##1 2fe«fc0tl 
3 K^3*15£HB2#I«:^U ^©3' 3 U * l/** 1 KtCifi^gl 

[0 118] 

(2) mm&m 

3 5 mMU U 77- (p H 7. 5), 0. lmg/ml BS 

A (Wir^-T'^V) , 5 K , #1. 4 mM d N T P 

ig-£#K 1 0 mM^-fbV^^ i/^A, -£4x^*16 0 p mo 1 CO ( 1 ) (Dzf^^^T 
-f, OOngOpUCl 9j|iDNA, 5. 5 U(Z) B c aBEST 

DNA/J\'J^7-f, 6 0 U(Z)RN a s e H, £j£?£0*>|!tf£s* 5 0 n 1 „ 
fijS&#liJ£*T©fc;J3y DNAstf U *^--££J:tf RN a s e 

4 9 2001-3081278 
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t\i(DfiLfoWL%: 9 8 °C, 1 55T^C#£PU DNA^'J^7- 

^.fctJfRNa seHSfi^U 55°C, 6 0^r4«l/t o SiSUTt, 90 

-73 : 1 7#n-*y;UKT«ti*S&£fTfcofc. 
[0 1 19] 

[0 12 0] 
(3) ttf§j£&®ffil@&&ftitt 

. ^SDNAilbT, pUC19^7^U*DNASM^fe. BB#I^<Z>IB#I#-Jt 
5-6(CfHi©pUCl 9 upper ( 2 ) N N 7^ >f V- £ <fc Xf P U C 1 9 
lower NN^7^7-5:ftMLfe 0 J&fc, M7^-fV-&, ^■f , *lt»3' 

2*J5?RA : 3 5 mM V Z/WtfJ V VJ*Ay7y— (p H 7. 5), lOmMg 
fb*7^*S/«?A, 1. 4 mM d NTPM, 0. 0 1%BSA, 5%DMS 
O, 2. , #10 0pmolf^ffipUC19 upper 

(2) NN:/^-f V-£J:t>*P UC 1 9 lower NN^7^7-, 5-0 0 n 
g<Z)pUC19 D N A, fe«fcUf«B«KW*"Z?i5lS*«JI«:4 8 At 1 (CilLfe 

o 

[0121] 

_tiB>5M$: 9 sr. 5 5°ctc#£PLfc„ mz. 6 

0U©E. coli RN a s e H£J:t>*5. 5 U CO B c a B E S T Sr^flU U 

5 0 /z 1 ICL£„ &£JGS?K£ 5 5°C"e 1 >3fa./<- 2/ 3 > Lfe 

o £J£*!FT#L 9 0-C, 2^P»MSLT^$r^M$itfc 0 3 
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[0 12 2] 

±mr>N Ammz&mLTfflm&mmitzft-otz.* mmmmit. a cc ii ( 
%mm±m) fe^Bcni &mm±m) zmmLt~ a uTicKfommm,** 

DNAM3 ft L IOXAccI I^#A'y7 7-^)5^ttl 0 X B c n I 
»N'7 7 7-|: Ul, fJPOT^A cell &£V^£B cnUl/il, £ £ 

jRJSffe, 10XD-fO^»y7r- (loading buffer) & 1 . 5 ^ 1 

-€■©■5 "6© 6 M l £ 3 i/-7*7^n-xy;i/t'SM*ibfe 0 
[0123] 

"tcoje*, A c c I I £J:t>*B c n I © V^*ltf)ftJI$rafmc;}3 B «rfc "T 

SfflK85gMffcDNAWTtf##e>*lfc- 
[0 12 4] 
(4 ) &*83E#Mfcffl 

1 9 SrJB^fco EB#I^O>ffl#I#-£ 5~ 6 tc p UC 1 9 upper (2) NN^ 
7>f7-j3ir/pUC19 lower N N "7° v >f V- CD«;£lft&j&^SE?rj 

7t'J U^f K^^^T-t'feS. ££{C, pUC19 upper (2 

) NN7°v-fY-H 3' 5fc«&#MfcffiffiWfcUJ3J:tJU:*"7v* : <Z>A, C 
, GJCSSILfe4SS (-€-*l-?ix, pUC19 upper (2) NN-U. p 
UC19 upper (2) NN-A, pUC19 upper (2) NN-C 
feJ;t>'pUCl 9 upper (2) NN-G»5) Srf^iSLfc. m^tf) 
■7° =y << v - © M&&t> it tc o v * X & T fc^ f „ 

[0 12 5] 

T'^'fV-^l : PUC19 upper(2) NN-U& J: £>*pUC19 lower NN 

7°7-f7-*f2 : pUC19 upper (2) NN-A& <fc £>*pUC19 lower NN 

y^^V-*f3 : pUC19 upper (2) NN-C& <fc £>*pUC19 lower NN 

7°^^V-*f4 : pUC19 upper(2) NN-G& <fc 0pUC19 lower NN 



5 1 
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[0 12 6] 

3 OraM'J ym%V ^AM>y77- (p H 7. 3). 0. 0 1 % B S A 
TJVy'^y) , 5%DMSO, #lmM dNTPS^Bj, 8mM||?ni/ 
-etl-^tlS 0 p mo 1 ©±8B©^'5>f.V-^fe«J:tK5 0 n gffl@SDNA 
, J3<ttfllIMtSJSi^i^ 4 8 1 iCLfe. 
[0127] 

±mixmmz 9 8°c, i^ra«Ms^> 5 5°ciciWL£„ #ac 5. 5 

U(Z)BcaBEST D N A U * ^ -if , 60UCE. coli RNaseH 
SrSfeBDU 5 5°C, BO^iafilfifbfe. 9 0'C, 2»UII?: 

3c?S£-&7c 0 MM8^1OTU 4% 2*>-^3 : lT#n-* (S« 
jg*±§g) y;i/tCT*^C*S*S:'ffJ5iofc. p U C 1 9 upper (2 

) NN©3' JfcWffim&&7^^^-m&fr&te1*<DfrBM£?Zffi4: 5 0 
b p©#ffi«Ttf#tfefflS*lfc. p U C 1 9 upper (2) NN03 



[0 12 8] 
(1) I»;^>K^7fa-^©SJS 

, 3* 5tc3g©2tfiS««U3KSgftK:«§j!lt>ofe*)©$:ftffiUfe. iHM £ & 3 D N 
Ate, fee>A^C«>RT - PCR^tCJ: »JWfci»(6WT^'*57 5 0 b p £^ML7c„ 
50/tl, IOOibI, 3 0 0/ttl, fcj:tf5 0 0 jet 1 J: ■*> 

RJ&WIA : 5 XfIA»;77- ( 1 3 5 mM U U tfA^ffi^ (p H 7. 

5), 0. 5mg/ml BSA, 2. 5% DM SO) 10/tl, 10 0mMi 
l± 4 # 1, 1 OmM dNTPS^ft 5 jt* 1 , 10/jM ATP 
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1 0/it 1, BcaBEST D N AjKU ;* 9 -if ( 2 2 U/ fi 1 ) R 
NaseH (60U//ttl) 1 /* 1 , fc«J: tfJSaj&SjfcT? 3 9 1 tClHSiUfco 

12) J3J:r>*2 0 <tMt h h7>^7i U > l/t^^-^7>f V- 

3) 4X^*13 /ti 1, iMDNA,f 1 0 0 n g fe«fcOf«a^S*T? 1 1 jtt 1 IC 

[0 12 9] 

nmKm\*. ±.m>Bm* 9 8°c. 2«iifet, 5 sr. 3^w#bt 
5 5°c-e 1 ^r^-r >^^.^-i/3 >Lfe 0 sje*3F7«l *is±»c;£u sis 

[0 13 0] 

4x©iR/S^*tc^v^T%«yapJ: < B»i:^SJ(&3 OObp ©Jf 
*g«T##tfeffiT?£fco Sfcfc, »SDNAA«PCRi|*i»i^»ot ! feKS«!<B 

[0131] 
(2) */v-l/T*<Dfcl& 

«3?fS:ffofe. mmmmtlsTlt. tt>h7>^7x'J>l/t7°^-5:n-Ft 
*««&38ftLfc. K^J*©BE#J##l 2£4:tf 1 3 |B*©BB^JS:^"r* ^^-T 
x--$:^MUfeo S^-f^-tt, .3* *»©2ftg#y sfr&|fcJCH£ift 

fcofe&^fc^fflLfc,, fifltftSDNAtt, &e>fr£#>RT-PCRSstCJ:»J 
»fc*HWWr;7*&7 5 0 b p SrffiJBLfc. 1 0 m 1 JCfc£ J: 3 JCSHK 

Rl&WiA : 5X|IA»;77- (1 3 5 mM'J >»*'J >7A«««( (pH7. 
5), 0. 5mg/ml B S A, 2. 5% DM SO) 2 0 0 0 /iL 10 
OmM ii7^^J/^A 8 0 0 /il, lOmM dNTPM 1 0 0 0 # 
1 feJ;t>*M®^©7KT*9. lmltciilfe, 

£/£?£B : 60/tM UN h7>^7xU>Ut7'^-S7 , 7'f7- 
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#12) «£ 6 0 n M tNh7>X7x'J>l/t^-y7>f7- (@B?'J# 
#13) £^*l^*l2 0 0 # 1 , SlfDNA ft 1 0 n g £ «fc tf«Bj!£S*-e 5 

&/S?£C : B c a B E S T DNA*K'J^7-^ (22 U / n 1 ) 2 0 0 // 
1, RNaseH (60U//tl) 2 0 0 /tl 
[0 13 2] 

ififSM/Ste, ±fEB?£&9 8X;, 5 5°C, 3ftm&ftLf=. 

. 5 5°C-ey U>f >=3r^^-i/3 >L£AMfCffo&©B^£MlU £ £ 

*?S±tc#U fi 1 % 3 %7#n-*d*;i/«&eM&Ofc. 

[0 13 3] 

1 Oml0SMIt'feoTtSWi:t5l5l3 0 0 b p ©JfflgWiJi 
#8&*SJ:<tfeffiT?£fc 0 iSSMDN A^PC Rif i|!llfr#T-&o T%fI0iI& < 

[0134] 

( 1 ) ;t'y77-ffllitRN a s e HfemA<Dm& 
A'777-©|gtRN a s e H <Z>^M*<Z>B0£yco ^T&M U ^Mi: L/T 
pUCl 9^?#-lC2 4 9 bp£i:7j9 1 1 b pffl75^> h5:^n-i> 
^LT^tlfcy^X^ KDNA (pUCl 9-24 9fcj:lFpUCl 9-9 1 
1 tffiir) 7°7>f7-i: LTS!#I*<Z>BI#I#-J§- 1 6~ l 7SB«©SI#I&*•*- 

5MF2N3 (24) ^^^f V-fii^MR 1 N 3 (24) 3 ' 5fc 

L£„ ^^^-T ^-(Dffifr&tomz J: UPUC19-249 7?^,^ 4 5 0 b p © 
, pUC 19-911 100b p©Jf*IWT^r*«»e)*lS. 

[0135] 
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h U J/>A«y77-|$:Ililfe. RNaseHlt J: 

MO. 3U~1. 2U/# 1 Tflfttf Lfc. hy»A°«y77-m lOng 
0PUC 1 9- 2 4 9J>S^tt2 0 0 ng©pUCl 9-9 1 K & 6 0 p m o 

10^7-<Y-Mr>'l 1U/5 0m1 TOifflBcaBEST DNAtK 

u*^--t?j£Wi, nasm (2) tm&izmmLfc. u 

#3 4mM h'Ji/>A«y77- (pH8. 7), 1 0 mM &<fb;*j >j »7 A, 1 
OmM a®ET>^ — >7^, 0. 0 1% BSA, 1% DM SO, 4 mM W 
^7^e/>?A, 0. 5mM dNTP$g-&4&fcfcSJ:^CJfSj&Lfc. _tffiAy 
^T-^ICO^T PUC19-249 KlOng/50/tl M/S^* 

, &£>£>*fC pUC19-911 Zf^^^ F2 0 0 ng/5 0/il M/S^*, # 
60pmol/50/il MJC6^*©^^^V-, Mlt^SRN a s e H, 
1 lU/50/tl gfttiCBcaBEST D N Atf U * ^ --i£(C&£ <fc 3 

[0 13 6] 

t%mKfotem%2£teZ> pUC 1 9 -2 4 9$5^(ipUC19-91 1 

U 1/10100. 5M E DTA£»LT£j££#lt2-fr£:„ # 
MOT© 3 # 1 &3%3S/-:73 : 17j/D-^ (^vBitttlS) ^tCTSSt* 

[0 13 7] 

p UC 1 9 - 2 4.9 &iSt Ifci^ii h 'J Xlli/^y 7 7-^, 
'J>i*'j7A;t7 7 7-^ h U 7 7-9fctf)JIgfC, PUC19-91 

l N 'J ^MA^ 7 7 h U i/>Ay77-l, V >B& 

3t7U ^AAy7 7 , -^©IKtClt*i»a(5©lRr±A^S8«be>4xfe. RNase 

[0 13 8] 



ffilE#2 001-3081278 



1 1-370035 



(2) ^7^V-i©M 

, _hta ( i ) mm&mf&fto-h. mmt. it p uc i 9 - 2 4 9 &m^fc&&&. 

W 'J U 7 7 7 - ^tt 6 0 U / 5 0 1 S^O R N a s e H h 

nS|A^7 7-^, h U i/yAy7r-3M*3 0U/5 0 // 1£/£<Z>RN a 
s e HSr/^T^ofco ^^>f V-cEig^&i 1 0 pmo 1~1 0 0 pmo 1/5 

0Mi©iBt'Mifc o jRis^#fej:o t Jt*n«f8tt, -ttH (i) mmummiz 

[0 13 9] 

•£0>*§*> £<DBLl&rty ^r-^&JB^fc©-^, 1 0 p m o 1 ~ 1 0 0 p m 
o1/50a1 ©fgH^S«J^-r-2>it(ism^^5i^T'#^o 
[0 14 0] 

(3) W.y77-©pH0^i 

±m (2) iB«©aflj«i:ra«tcufc. phu y>^y!7A/\'7 7 7-^it 

pH7. 0~8. OCD^HT, h V t/l/Xy 7 pH7. 5~9. 2 <D 

*BH"C, b'JXtiA>v77-^S> PH7. 5~9. O0«HT'MIL S 

tWIBtim, _hf3 (l) SB«fcH«lc0fc o 

[0141] 

-£<Z>^> &*(DAy 7T-^TfflVNfep H©*SHtCfc^T, gWfc-r«ifipi»r 

[0 14 2] 

(4) W©^^ 

Jlia (3) IB«(!!)'J>»AV77-^ (PH7. 5) (DlxfoWLMmT* . 

f (dmso) <Dmm%}5k$:iktfLr=. 0 ^yr^>©ttM 
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&T$mmmw>iz. ±m en sb«©#8s a Raster. 

[0143] 

f©^, dmso&, *ssasflo~ 5 %, x^;i/^>4^|?Si:^^;b^^>ii 

, 2 0 0 # M, 7tf;^M/Xi/>i:^hUXi/>2M±, 4 0 

/jM~4 0mM, h'J^f 0. 0 0 2%~,0. 0 2%. -^ntf 

i/>s>rs >i±» o. oooi%~o. 01%, -ZLTi?T$ J **y2mm& 
it. 0. UM~10mM©«HTf, BW©DNAWr^r*«a&^8«fc<*|?liStiSci 

[0144] 

(5) -??**/vj*&<Dmm<D*kti 

TpUC 1 9 DNA.&, y^-f LTfB?a*©SB^J#-^ 1 1 & J: 6 gB«© 

S?5Sft4pUCl 9 upper NN2 4 G^^T-SitfpUCl 9 
lower NN^7^7-Mlfe„ V-*f T\ ^ 2 2 5 b p (DM 

3 5mM'J>SAy?AA*;77- (pH7. 3) , MiS8mM©M7^ 

B^nvy^s/.^A^fcttsEift^^^s/^A, mmmmi. omM d 

NTP$R-#*ftK 50ng P.UC19DNA, #'6 0 pmo l©±iay7^7- 
M> 60U RNaseH, 5. 5U BcaBEST DNAtfVt^-H, & 
J:tf«liRf*T'SJS8i5 0/ t l„ SJS&fffc <fctfif <@flSS8tt> ±IH ( 3 ) 

[0 14 5] 

[0146] 

(6) V if* £J:t>*d NT P«f£©«S* 
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L£„ Rl&l&Mj&ttis 25ng0pUC19 DNA, S^CDiRg©^^**/* 
A, dNTPMli±|B (5) M&txBfcWaitcLfc. «fctfi»*Iflt 

f8tt±fa (1) £IH«S&CbT?To£o 
[0 14 7] 

i W 1 mMffi d N T P t@£ UfcMt It V ^* ? AigStfSjf&M 

7 ^'^ A T' i£ I feSJS^ t li d N T P il^i^II 0 . 6-1. 2mM 
0«gffl^B»<©lilffiWf^r^e>tlfe. 5 mMCD dNTPT' 

TPII^IIO. 2~0. BmM(0«SHT?Se9©m*@WT^r*^e>4T.*:. 
[0 14 8] 

(7) ■J>H*'J')A; , !7 7 7-IE &&Z$hV ?;>Ay7T-mmmt£.Jx 

y:7 7-«l£tCO^Ttftfif K/S^«C«, iHIS2 0~5 0mM'J>i 

A'JW*;77- ,iMS2 2 — 4 6mMh'JJ/>Ay77-i:t6Mtt 
_hf3 (1) IH«©pUC 1 9 - 2 4 9 Lfc£]E5fcH«tC 

<fe *> jlsb ( i ) t. m& jc b r n -? r=. . 

[0149] 

-eoife*, 'j>i*'j7A/iy7 7-, hUi/>^>y7 7-o», -^n^ 

4X*^S2 0-5 0 mM, 1MI2 2 — 4 6 mMfflflT 5 tfftf)*! fgWr^^ 
[0 15 0] 

(8) BcaBEST D N A U ;* ^ - if SI^CD^ff 

#38*13 ©JSffrfriSSlcaif"*- SB c a BE ST D N A tit U ;* ^ - if ?§gfCo V*Ttfe 
IrfLfc. SfSHIMii , J>WJ7i l A*'y77-, h'Ji/>/^v77-^5:ffl^ 
, BcaBEST D N A/KU ;* ^-if& 1 — 2 2 U/ 5 0 a 1 jKj£^*(7J>^ffl 



ffiSE# 2001-3081278 



1 1 — 370035 



T*$>m-tz>umz±m (i) istopuci 9-24 9 zmmt ^r^Rj^tmm 
tcL^ 0 fcm3kft&£tfmmmu&±m (1) tiicittrofc. 

[0151] 

^(D^^, BcaBEST DN A^'J i*U ~2 2 U/5 0 /i 1 CD 

[0 15 2] 

KDNA©?;i/fi'D-->yt>f MCjftl 5 0b p £ J: 2 5 0 b p 
©DNA|/t&jfAltt)G)?:M^fc. S^Mte, J^Ttf) A O iZ L TSIII 0 f=. B 
W&m&toM&ltt 1 -0, 1 1 fe«fctf6|a*<Z)ffiMS:^"tS P UC 1 9 upp 
er 1 5 0^7>f7-, pUC19 upper 24 9^7-f7-, pUCl 
9 lower NN^7>f7- SrftJB U pUC 1 9^7X5 FDNA 1 0 0 
pg5:iiilltPCRSJ*$:f?ot 0 pUC19 upper 150^7-^ 
7-feit;pUC19 lower NN^7-f 7-©l^fctT'ttlll 5 0 b 
P (DPBtKWifi* pUC19 upper 2 4 9 >^ >f V- £ <fc t>* P U C 1 .9 1 
ower NN^7>fV-©I^t»i*til *& 2 5 0 b p ©ififfiWrtf ##6*1 
fc. gEJfUWTjm, 7^f^D3>-100 T?»SKffc, D N A blunting 
kit (SJH3i*tiS) £Mv^¥i#5MsHfcU pUCl 9^U*®Hi nc 
I Ii^-T Mc-tf-y* Lfc. _tffiiHffiWJi©#A3*ifc:/9*$ K&JS 

QIAGEN plasmid mini k i t £JB VnT D N ASA^7 :* ^ K 

[0153] 

*HWJ^feVNT^«1--S>y^-rv-$:SB^(Z)@B^j$-^ i 8~1 9tCa*Lfc 
[0154] 



5 9 
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2 7mM'J>i/^)/7 7- (pH7. 3), 0. 01%BSA (^MWrJl^^ 
y) , 5%DMSO ; #lmM dNTPi^i, 8 mMgfl&V 7% >> ? A, 
tl-?*l6 0 p mo 1 0D±fB®y^>f V-#f£J:t>*l n gOiSDNA, £<fct>*i$ 

[0 15 5] 

±fEMf«£9 8°C, l^ra^MS^, 5 5TCJC#*PLfc. r*lC, 5. 5 
UfflBcaBEST D N A itf V * =7 - 60UOE. coli RNaseH 
&SSflHU 5 5°C, 6 0«ibfc o 9 0°C, 2 ^WJnJ» UT#3RS: 

[0 15 6] 

-15. Mmtl LTPCRmv&mtit&ft-DiLo R^t. PCR Amp l i f 
i c a t i o n kit (SMMO ZtizML. mPm<Dm&m^. 18-19 
ICasLfc U jK* >7 I/*?- K&^&V^v-f 1 0 p mo 1 to, 1 n g 

fflilDNA, J: ^illSTKT'SjSI^i ^ 5 0 /t 1 {C b fc„ " 
9 4°C 3 0^ 5 5°C 3 0#, 7 2 °C 4 0 1 -tf->f # 71/ t. LT 2 5 -tf--f 
*Mfofc. &J&*3FTffe, 3diU4% 3 : lT#n-X ( 

[0 15 7] 

ifAWrJttf, 1 50bpfe4:l>'24 9 bp©^fn©^7^^F$: 

S^KUfffi^fi^R^b-rsfeAJC, _tIB#£fS$t 2 0 ,u 
UT^i'DnV-lOO tCTJRISIU fffli^^yi'T^DU- 6 4 0 

#1 5 0 b p(D^^^^ KS:»32fcl,fc«-£U:|&6 0 ffiK #ABrtf#2 5 0 b p 

<z>m&itffi4 o«#<we>tis^. t^fltss-es'fe. rwititi^, #i©dna 

»T#£i&^£-rS D N A^ y yac£^T, #»l$!<Z>;£S£#fi!3fc© P C R&fcJtE! 
[0 15 8] 
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( 1 ) R N A y n — ~f(DM% 
yn-^LT, y#5l# U^-^- KT?«^$ti- % &ffi*glCM&S 2offlf»l 

2 0{C^-To &ybmffilZ. 5' 5fcSgfl8#» 6 — F AM (^U->y-*f--^ 

t±m) . 3' 5^Sg{Rtf^, TAMRA ( f U- >U -fr-^ttg) OTbfe. 
[0159] 

(2) ffiirg^fciimffi 

d^M£ IT, 0. 1 J3<fctfl n gCpUC 1 9 DNA^fMlfc. T/^-f 7 — 

it. m?m(Dmpm-% i o3s £z$8\zmm<DmF}$: m-rz> viic i9 u PPe 

r 1 SO^^T-feitFpUCl 9 lower 5 4 2.^5^7-1% 1^ 
[0160] 

2 7mM'J>|^>y77- (pH7. 3), 0. 0 1 % B S A, 5%DMS 
O, #1 mM dNTPg^ 8mM ftlV^i/^A, -etl^tl 6 0 p m o 
1 (AilfHtf^^V-MfccfctfO. UfcttlngOilDNA, _hfH RNA^ 

[0161] 

±fB£/£$i£: 9 8°C, 1 ftmm^&f&m^ 5 5TC{C?fr#0fc. 22Uffl 
BcaBEST D N A ^ U * 5 - if £ fc «M®7K, £ <fc t>* 6 0 U© E . col 
i RNaseH^ftL 5 5t:, 6 0j)TOlfe o fCt, 10% SD 

s (Kf^iith^A, -r^^^ttm) &5#i«iu asjusr^fss-* 

l±, >f *-S?T^-f If - FM BIO II Multi-View (Sr@i£*±3g 
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[0162] 

BcaBEST D N A sK U ;* 9 - H tefcin'Vte* £<Z)£#M*T* & 
^3tS/^;Hitt£tiS4lft^ofe. BcaBEST DNA^'J^^-if 

mum iz. & v ^ t =b mm d n a * l * */ v-r & m $ ti * a* o t=. 

SftffitSIt^Tfgfe. HWCO.. 0 0 0 0 3%©Ifi;WD7^ 

K&-£t?3 %T#n-*«jSC*8&tCfcV*T ; fcB caBEST DN AsKU 
i£#£T, USDNAI^O. Ingfej:tflngffli^0*a6<ltt^l 9 
0 b p©#*gW##fl|fgT?£fc 0 BP"b, RNA^D-^CkSMSil^S 

[0163] 
HJfcM 8 

ttStLfc. ^7^V-it BI^m©BB^J##l 9|B«©BJ^J*^i-SMR 1 N 3 
(3 0) tM4 y^-T V- .(^S5ttfcS3) £^/BLfco fcifc, MR1N3^^ 
v-li, 3' 5fcSB3tS3£'#y#5i* Utf^ KKSfftl/fefcCD&teJBLfc. J^Tlc 

[0164] 

2 7mM 'J>|Ay77- (pH7. 3), 0. 0 1% BSA (Wl7;i/ 
, 5% DM SO, #lmM dNTPI^t 8 mM WtWC^tf^i/V 
A, -£4x^*13 0 p mo 1 ©_tM3cD:/^V-#f fc<ktf 1 n g©iiDN A, £ 

[0 16 5] 

±sbjR/sjrs: 9 8°c, 5 5°c&c#£pl£„ iiu 

©BcaBEST DNA^f'J^^-if, 3 0UOE. coli R N a s e H $: 

s&inu jxj&mA* 2 5 fi i icufco ^m?^$:5 5°c, 6o^rMifc. -e 
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-^3 : 17^D-^^l/iCtt^i&^oto *0>*SJ&, BW©*t«SWr>t 

[0166] 
H«IJ9 

*Hi6feM^^^T^ffi'r^^^-rv-$:SB^m©@H^J#^2 l ~2 4 ic^Lfc 
- @a^'J##2 l £ 2 2 o - l 5 7<£>/<n#iJti £=r- K-T&I2 

SHM##2 3 H 2 4 ©jfcS ^D^SI 2 & n - SS!#f &tfc£tt 

Afi«io-i 5 7 ^«ufct)©&ifu ji§^iracii*T'Mu 

o 

[0 16 7] 

2 7 mM U yWtA 777- (pH7. 3), 0. 01% BSA (tlhftTJl/ 
•?$.y) , 5% DM SO , #lmM dNTPM, 8 mM ftlftvy* 
A, f^l^n 6 0 p mo 1 ©±8B®^7>f T-j^, 10 4 ~10 6 »ifei!tiCi^t 
SilDNA 0Mffi#0 , ^J:t;illf*T'M^i$:4 Hat. 
[0168] 

_LfaMJ&&t£9 8°C, l^ra«'MS^ 5 51CtC?friPLfc„ #CtC, 5. 5 
U (Z> BcaBEST DNA*'J^7~1 60UCE. coli RNaseH 

&-»iu 5 5°c, 6o^iu^bfc. 9o°c, 2^rwitii4 

[0169] 

VN-fti^yv-r V-*fT?=b 1 0 4 Ilffl3©DNA^Mi:lt 
, O- 1 5 7^D#^1 ^«kt>*2 $r^m-r-5Zli:^T*$. # #8 BJ! #13 

[0 17 0] 
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mmm 1 o 

iDNAlt JWT©J:e>SCbTt«L£ 0 * 1*, SlE«fflSffl«fi*m R N A# e> 

fi|S#*&2. 1 k b p £J:£>*,ftj4 . 3 k b p <Z>* n ->&JBv^T>f > tf hnx^f-tf- 
2/a>0T»e>*l.fep BluescriptSK (-) 7 r - Z Z - 
Ltc a F^HMiiUt, BB*m©BB#l## 2 5 ~ 2 6 gB«0> 

IS^J&'ltSMC R — F ^^--f V-^itfMC R — R'/7'f PCR Am 

plification Kit (Si@ig*fcS8) ' &M^T#& 2 . 2kbpfcir; 
,ftj4. 4 k b p<Z>if?fl@»r#&#fc.- Cl©PCRm;t£##&0J!(D^im#&<Z>ftlM^ 
Lfco ftM'TS^'fv-W:. BB#I3K&BB#l#-£ 2 7~2 8 {CfB«©iB^J$:^"r 
SMF2N3 (24) ^^T-fei^MR 1 N 3 (24) 

[0171] 

2 8mM 'J>i/t>y7 7- (pH7. 5)-, 0. 01% BSA (^ifitftT^ 
y^>) , 1% DMSQ, #0. 5mM dNTPM, 4mM ii7^ 

*3 0pmolO±£©^7'f7-^, 0. 2 mM^ h J/ > £ J: 
Ma7KS:iD^> 2 4. 2 5 /tt lJCUfc. SkiRiS«[S:9 21CT 2^ia«taLT, 5 
SIClCfrltfl/fcfL 3 0 UffiRN a s e H£ <fctf5. 5U©BcaBEST D 
NA/KU ^--fef&flD*., MJS^ifc 2 5 # 1 ic U 1 B3ria«8r.Lfe. SlSiKFT 
tfe, 4°C{C#£|JU 0. 5M EDTAM^2. 5 n 1 flU&TjRjCS Sr^it^i* 
fe. &«*5 * l & l %y#n-*m»*ttlc#Lfc. 

[0 17 2] 

^©Mm. *»W©^T?iHl2. 2 k b p&5Wi#&4. 4 k b p <0i(?(gWf^r 
&#5ifc««T?§, *^7f^«DN AWr>iS:WT?^«ii:S:?»S8Ufe. 
[0 1 7 3] 
§£»Jl 1 
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*nw<Dmmijm-emmisr~ffi4: oob p©* dna^^ pcRvmm^r^ 

3 0 0 bpill 0 0 0 bpOi DNA^5:X^>y h Lfc D N A V-f ? D 7 b-f 
$r^Lfe„ #HMlC;}5V^^/S-t£y^-f •7-$:@H^(Z)iH^J##2 5~2 
6 £J;t>*2 9 ~3 5 {ZmLfc 0 &mW<D^mj3&a>fcfom*. TfH©J:c> 

3 4 mM h'Ji/>M^<y77- (pH8. 7), 1 OmMMA'J^A, 
lOmMgiT^t-afA, 0. 01% BSA (QrfkWT y) , 1% 

^*^-;i/*;!/;T3f h\ 4mMBIS7y^>'?A, #0. 5mM dNTPi 
^tlftl5 0 0 pmo l©^5>f7-f, ^^mciitltl OOng 
©PC Rm<mm<VS. l l 0U©B c a B E ST DN A/tfU * 3 0 0U 

©clonedRNaseH, ^j^?g(Z)S^^*tt 5 0 0 1 „ _hfH££S;?£ £*U 

[0174] 

1. : * dn A*mmzLt=.. m?m<Dm?m^ z 9 1 s o izmm<D 
m^z%?z7^j^-<nmfr&tD-&iz&z>pcRmmmvs ooobp) &p 

UC 1 9^? *-\ZV7?U !B^(Di2^J#-t 2 5 h 2 6 fCfH*g<Z> 
IBJ'J W5^7-f7-T'PCR ifiPI L £ & <D *mmz. It, @B^'J^CD@2^JS# 
3. 1 i: 3 2 izmm<Dm^i^-t^^^^^-X^ 177^7-03' *#g2i&» 
i/^-^ if*? i^tf^- R:/^-f v ^©Jfifil 

^?SfCj: U*t$ML£t>© (tfi|iI-^-rXli^4 0 0 b p) 0 7>df«y htS^CDN 

A^^LTti, ixj&mmm. mmrtvy-r-x^^frz®. 4^ 8^, 1 

6^'#3gRLfc*j© ( Wi©^i^>y 7 7 - iSftt^t 5 0 mM) T*ff5« 

2. y-y-yjV : ±fB 1 "C*f $1 1/ft.D NA|}/i5:7'f 00 (SMittt 
T^IlT5 0mM W>y77-tW0. 12 5/tg/ml, 0. 2 

5/ig/#l, 0. 5Atg//til, 1. 0/Bg/# 1, 2. 0 # g//ct 1 <£>#?g 
MtCMML^t;©, St 5 
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3. ltt3>hD-;i/: X DNA&#§atCUfc, BB#J*©BB#|*-£ 2 9 3 0 
CfE«<D®3?!J£^1-£^^V-©M<^;b1±fC PCRifipgH^l (3 0 0 b 
p) ? □ n> 1 0 0 TMLT 5 0 mM 77-T'tCO;' 1 2 
5/eig/ztil, 0. 25/ig//tl, 0. 5/tg//il, 1. 0/tg//tl, 2 
. 0 ^ g/^ 1 <Z)#a^C|SilL£*><D, ft5a^ 0 

4. ittn>hD-JV: ^DNA5:Mat, SH^J^©@B^J#^ 3 3 £ 3 4 
{Cia«0@H^^^t-^^^-rv-CDffl^^4D-&(Cj;S PC Ri^ipgg|% (100 0 
bp) # n I2> 1 0 0 -e#LSLT 5 0 mM W>v77-t^fflO. 1 
2 5 At g/ /til, 0. 2 5 jitg/jtt 1, 0. 5itig//ttl, l.'.O/t g//t lffl 

5. |^'f±n> h n-;b : a. DNA£g|§!{&CL£. K#I*©Bi#I## 3 3 3 5 
tCffi«©SB^J&^'TS^ , ^>rv-©j|i*^*)-&lCj:SPCRit*gj£ife (3 0 0 b 
p) 5:pUC19^^^-tCt^D-->m i^0D^iJ#f 2 5il26 
tCffi«(Z>f2#[ 5:ftS7"7^7-T'PCR if fg b ft % <D £ IC LT> BMW© 

if*gOfc%© (mffi-V'JX&m* 0 0 b p) . ^sKy h-rSBR©DNA«?RiiL 
Ttt, SfSHOKSu W>y 7r-T?-e4l-e f *l2#, 4 ffif, 8 te, 1 6 M|^ 
WiOW'V 5 0 mM) t?tf-5«8. 

6. hn-;i/ : ±3B5T?W£*lfcDN ABrtf &V>f *n:n> lOOT' 
«LT5 0mM »>y7 7-t^<5 0. 125jBg//z'l, 0. 25/tig 
//ttl, 0. 5 /* g//i 1, 1. Otis/til, 2. 0 n s/im 1 (D&ykm^M 

[0 17 5] 

liSSLfe«-DNAjS?KS:DNA^y ^58IS« (Genetic Micro 
systems : GMS*±§g) &ffl^T7^ilAX7^ K#9* 

tC*aKyNU UVifti;j:»J@glfc 0 ^5>f K&O. 2%SDS 

[0 17 6] 
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*)-£lC i5 P C Rifflljg^ (300bp) Habel IT Cy5 R La be 
ling Kit (S.mm±m) ia i JCy5glLT^D-^i:bfe 0 #ctC, 
IntelliGene (SWil^) tf>JMI&fE#JC IB UA^ -^U **-f 

3 >Zft o£„ £lT_LfaDN AT W fc^fCT 2B$m?UJ\4-7V #41f-is 

>M$:DNA7U>f{CiTb, * A- #^ 7. £ frttTMH £ 7 ^ ;i/ AT*gg*f L 
fc 0 3*1 £ 6 5'C-e 1 3 mmUWht^ #r?-#^X£|&^T, 6 5°CT*2X 
SSCMT'5« ^tC6 5T:tO. 2XSSCfeJ:tfO. 1%SDS&^^ 
MT'5^ra, «^tC^?ST'0. 2xSSCMt5^»U JE3£L£ 0 3 
tl^T-r^nTl^-r^^r^-^- (GMSt) &C^ttT#*3tfy V (D&%*/ >f± )\s 

[0 17 7] 

2>lft3>hn-;H>t>^n>ittn>hn-;i/3T'feot„ — ^ 

mzwnjj&kvmm Ucdna^h TMtsg-e s ^ izmm&vib d na^ 
>y ^ $:#sg-r £ ^ & <d mfeitm d n a t l x nm \z&m -e ^ * ^ t. & mm l 

[0 17 8] 

[0179] 
SEQ ID N0:l 
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Synthetic DNA corresponding to a portion of human transferrin receptor 
-encoding sequence used as a template 

SEQ ID NO: 2 

Designed oligonucleotide primer to amplify a portion of human transfer 
rin receptor-encoding sequence 
SEQ ID NO: 3 

Designed oligonucleotide primer to amplify a portion of human transfer 
rin receptor-encoding sequence 
SEQ ID N0:4 

Designed oligonucleotide used as a probe for detecting an amplified po 
rtion of human transferrin receptor-encoding sequence 
SEQ ID N0:5 

Designed oligonucleotide primer designated as pUC19 upper (2)NN to ampl 
ify a portion of plasmid pUC19 
SEQ ID N0:6 

Designed oligonucleotide primer designated as pUC19 lower NN to ampl if 
y a portion of plasmid pUC19 
SEQ ID N0:7 

Designed oligonucleotide primer to amplify a portion of plasmid pUSEQ 
ID N0:8 

Designed oligonucleotide primer designated as pUC19 lower 542 to ampli 
fy a portion of plasmid pUC19 
SEQ ID NO: 9 

Designed oligonucleotide primer to amplify a portion of plasmid pUC19 
SEQ ID NO: 10 

Designed oligonucleotide primer designated as pUC19 upper 150 to ampli 
fy a portion of plasmid pUC19 
SEQ ID NO: 11 

Designed oligonucleotide primer designated as pUC19 upper 249 to ampli 

6 8 miiE# 2001-3081278 



11—370035 



fy a portion of plasmid pUC19 
SEQ ID NO: 12 

Designed oligonucleotide primer to amplify a portion of human transfer 
rin receptor-encoding sequence 
SEQ ID NO: 13 

Designed oligonucleotide primer to amplify a portion of human transfer 
rin receptor-encoding sequence 
SEQ ID NO: 14 

Designed oligonucleotide primer to amplify a portion of human transfer 
rin receptor-encoding sequence 
SEQ ID NO: 15 

Designed oligonucleotide primer to amplify a portion of human transfer 
rin receptor-encoding sequence 
SEQ ID NO: 16 

Designed oligonucleotide primer designated as MF2N3(24) to amplify a p 
ortion of plasmid pUC19-249 or plasmid pUC19-911 
SEQ ID NO: 17 

Designed oligonucleotide primer designated as MR1N3(24) to amplify a p 
ortion of plasmid pUC19-249 or plasmid pUC19-911 
SEQ ID NO: 18 

Designed oligonucleotide primer to amplify a portion of plasmid pUC19 
SEQ ID NO: 19 

Designed oligonucleotide primer designated as MR1N3 to amplify a porti 
on of plasmid pUC19 
SEQ ID NO: 20 

Synthetic RNA used as a probe for detecting an amplified portion of pi 
asmid pUC19 
SEQ ID N0:21 

Designed oligonucleotide primer to amplify a portion of vero toxin 1-e 
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ncoding sequence from hemorrhagic 
SEQ ID NO: 22 

Designed oligonucleotide primer 
ncoding sequence from hemorrhagic 
SEQ ID NO: 23 

Designed oligonucleotide primer 
ncoding sequence from hemorrhagic 
SEQ ID NO: 24 

Designed oligonucleotide primer 
ncoding sequence from hemorrhagic 
SEQ ID NO: 25 

Designed oligonucleotide primer 
DNA fragment 
SEQ ID NO: 26 

Designed oligonucleotide primer 
DNA fragment 
SEQ ID NO: 27 

Designed oligonucleotide primer 
ong DNA fragment 
SEQ ID NO: 28 

Designed oligonucleotide primer 
ong DNA fragment 
SEQ ID NO: 29 

Designed oligonucleotide primer 
lambda DNA 
SEQ ID NO: 30 

Designed oligonucleotide primer 
lambda DNA 
SEQ ID N0:31 



Escherichia coli 0-157 

to amplify a portion of vero toxin 1-e 
Escherichia coli 0-157 

to amplify a portion of vero toxin 2-e 
Escherichia coli 0-157 

to amplify a portion of vero toxin 2-e 
Escherichia coli 0-157 

designated as MCR-F to amplify a long 
designated as MCR-R to amplify a long 

designated as MF2N3(24) to amplify a 1 

> 

designated as MR1N3(24) to amplify a 1 
to amplify a portion of bacteriophage 
to amplify a portion of bacteriophage 
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Designed oligonucleotide primer to amplify a portion of bacteriophage 
lambda DNA 
SEQ ID NO: 32 

Designed oligonucleotide primer to amplify a portion of bacteriophage 
lambda DNA 

SEQ ID NO: 33 

Designed oligonucleotide primer to amplify a portion of bacteriophage 
lambda DNA 

SEQ ID NO: 34 

Designed oligonucleotide primer to amplify a portion of bacteriophage 
lambda DNA 

SEQ ID NO: 35 

Designed oligonucleotide primer to amplify a portion of bacteriophage 
lambda DNA 

[0 18 0] 

SEQUENCE LISTING 
<110> Takara Shuzo Co., Ltd. 

<120> A method for amplification of nucleotide sequence 

<130> 169297 

<160> 35 

<210> 1 
<211> 99 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> Synthetic DNA corresponding to a portion of human transferrin rece 
ptor-encoding sequence used as a template 

<400> 1 

ggacagcaac tgggccagca aagttgagaa actcacttta gagaattctg ctttcccttt 60 
ccttgcatat tctgagcagt ttctttctgt ttttgcgag 99 



<210> 2 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of human tran 
sferrin receptor-encoding sequence 

<400> 2 

cagcaactgg gccagcaaag tt 22 

<210> 3 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of human tran 
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sferrin receptor-encoding sequence 
<400> 3 

gcaaaaacag aaagaaactg ct 22 

<210> 4 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide used as a probe for detecting an amplifie 
d portion of human transferrin receptor-encoding sequence 

<400> 4 

tgctttccct ttccttgcat attctg 26 

<210> 5 
<211> 25 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as pUC19 upper(2)NN to 
amplify a portion of plasmid pUC19 

<400> 5 

attgcttaat cagtgaggca cctat 25 
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<210> 6 
<211> 25 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as pUC19 lower NN to am 
plify a portion of plasmid pUC19 

<400> 6 

gataacactg cggccaactt acttc 25 

<210> 7 
<211> 25 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of plasmid pU 
C19 

<400> T 

actggcgaac tacttactct agctt 25 



<210> 8 
<211> 25 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Designed oligonucleotide primer designated as pUC19 lower 542 to a 
mplify a portion of plasmid pUC19 

<400> 8 

agtcaccagaa aagcatctta cggat 25 

<210> 9 
<211> 25 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of plasmid pU 

C19 

<400> 9 

gctcatgaga caataaccct gataa 25 

<210> 10 
<211> 25 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as pUC19 upper 150 to a 
mplify a portion of plasmid pUC19 

<400> 10 

7 5 mtiE4t 2001-3081278 



11 — 370035 

ggtgtcacgc tcgtcgtttg gtatg 25 

<210> 11 
<211> 25 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as pUC19 upper 249 to a 
mplify a portion of plasmid pUC19 

<400> 11 

cgcctccatc cagtctatta attgt 25 

<210> 12 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of human tran 
sferrin receptor-encoding sequence 

<400> 12 

ctgattgaga ggattcctga gt 22 

<210> 13 
<211> 22 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of human tran 
sferrin receptor-encoding sequence 

<400> 13 

tagggagaga ggaagtgata ct 22 

<210> 14 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of human tran 
sferrin receptor-encoding sequence 

<400> 14 

caacttcaag gtttctgcca gc 22 

<210> 15 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of human tran 
sferrin receptor-encoding sequence 
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<400> 15 

aatagtccaa gtagctagag c 



21 



<210> 16 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as MF2N3(24) to amplify 
a portion of plasmid pUC19-249 or plasmid pUC19-911 



<400> 16 

gctgcaaggc gattaagttg ggta 



24 



<210> 17 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as MR1N3(24) to amplify 
a portion of plasmid pUC19-249 or plasmid pUC19-911 



<400> 17 

ctttatgctt ccggctcgta tgtt 



24 



<210> 18 
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<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of plasmid pU 

C19 

<400> 18 

ggatgtgctg caaggcgatt aagttgggta 30 

<210> 19 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as MR1N3 to amplify a p 
ortion of plasmid pUC19 

<400> 19 

tttacacttt atgcttccgg ctcgtatgtt 30 

<210> 20 
<211> 30 
<212> RNA 

<213> Artificial Sequence 
<220> 
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<223> Synthetic RNA used as a probe for detecting an amplified portion o 
f plasmid pUC19 

<400> 20 

ugauccccca uguugugcaa aaaagcgguu 30 



<210> 21 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of vero toxin 
1-encoding sequence from hemorrhagic Escherichia coli 0-157 

<400> 21 

tgtcattcgc tctgcaatag gta 23 

<210> 22 

<211> 23 

<212> DNA 

<213> Artificial Sequence 



<220> 

<223> Designed oligonucleotide primer to amplify a portion of vero toxin 
1-encoding sequence from hemorrhagic Escherichia coli 0-157 

<400> 22 

caccagacaa tgtaaccgct gtt 23 



8 0 



2001-3081278 



11 — 370035 



<210> 23 

<211> 20 

<212> DNA 

<213> Artificial Sequence 

<220> ; 
. <223> Designed oligonucleotide primer to amplify a portion of vero toxin 
2-encoding sequence from hemorrhagic Escherichia coli 0-157 

<400> 23 

tactgggttt ttcttcggta 20 

<210> 24 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of vero toxin 
2-encoding sequence from hemorrhagic Escherichia coli 0-157 

<400> 24 

atagacatca agccctcgta 20 

<210> 25 
<211> 22 
<212> DNA 

<213> Artificial Sequence 

8 1 ffill#2 0 0 1 - 3 0 8 1 2 7 8 
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<220> 

<223> Designed oligonucleotide primer designated as MCR-F to amplify a 1 
ong DNA fragment 

<400> 25 

ccattcaggc tgcgcaactg tt 22 

<210> 26 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as MCR-R to amplify a 1 
ong DNA fragment 

<400> 26 

tggcacgaca ggtttcccga ct 22 

<210> 27 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as MF2N3(24) to amplify 
a long DNA fragment 
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<400> 27 

gctgcaaggc gattaagttg ggta 24 

<210> 28 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as MR1N3(24) to amplify 
a long DNA fragment 

<400> 28 

ctttatgctt ccggctcgta tgtt 24 

<210> 29 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of bacterioph 
age lambda DNA 

<400> 29 

aacaacaaga aactggtttc 20 

<210> 30 
<211> 20 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of bacterioph 
age lambda DNA 

<400> 30 

gcaatgcatg acgactgggg 20 

<210> 31 
<211> 17 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of bacterioph 
age lambda DNA 

<400> 31 

gttttcccag tcacgac 17 

<210> 32 
<211> 17 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of bacterioph 

8 4 ffill#2 0 0 1 - 3 0 8 1 2 7 8 
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age lambda DNA 
<400> 32 

caggaaacag ctatgac 

<210> 33 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide 
age lambda DNA 

<400> 33 

gtacggtcat catctgacac 

<210> 34 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer 
age lambda DNA 

<400> 34 

gcaatcggca tgttaaacgc 



primer to amplify a portion of bacterioph 



20 



to amplify a portion of bacterioph 
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<210> 35 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of bacterioph 
age lambda DNA 

<400> 35 

cgccatcctg ggaagactcc 20 
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[01] 
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3* 



5'- 



3' 



5'- 



3' 



5'. 




3' 



5'- 



3' 



5' 



5'' 

5'. 
3' - 



5' 



5' 

>3' 



5' 

3' 
5' 

3' 
5* 



□ 5' 




3* 



5' 



4r - 9* 



D— 



-3' 
5' 



.3' 

5' 

.3' 



"O 5* 



III 2 

am 3 

Ig 4 
XH5 

Ig7 

IH 9 
Ml 0 
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M12 34 5 6M 
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